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Archaeal Replication Accessory Factors and Methods of Use 
Related Application Information 

This application claims the filing date benefit of U.S. Provisional Patent 
Application Serial No. 60/146,580, filed July 30, 1999, which is incorporated 
by reference in its entirety for any purpose. 

Background And Summary Of The Invention 

The invention relates to the field of replicating, amplifying, and 
sequencing nucleic acids. Further, this invention relates to novel proteins that 
enhance the activity of polymerases in polymerization reactions. 

In vitro polymerization techniques have enormously benefited the fields 
of biotechnology and medicine. The ability to manipulate nucleic acids with 
polymerization reactions greatly facilitates techniques ranging from gene 
characterization and molecular cloning (including, but not limited to 
sequencing, mutagenesis, synthesis, labeling, and amplification of DNA), 
determining allelic variations, and detecting and screening of various 
diseases. and conditions (e.g., hepatitis B). 

An in vitro polymerization technique of great interest is the polymerase 
chain reaction (PGR). This method rapidly and exponentially replicates and 
amplifies nucleic acids of interest. PCR is performed by repeated cycles of 
denaturing a DNA template, usually by high temperatures, annealing 
opposing primers to the complementary DNA strands, and extending the 
annealed primers with a DNA polymerase. Multiple cycles of PCR result in an 
exponential amplification of the DNA template. 

Unfortunately, PCR has limitations. These limitations range from: 1) 
the rate of nucleotide incorporation, 2) the fidelity of nucleotide incorporation, 
3) the length of the molecule to be amplified, and 4) the specificity of the 
polymerase. 

Various methods to improve PCR exist. One approach is to optimize 
the reaction conditions, e.g., such as the pH, dNTP concentrations, or 
reaction temperatures. Another approach is to add various chemical 
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compounds, e.g., formamide (Sarkar, G., et al. Nucl. Acids Res. 18: 7465 
(1990)), tetramethyammonium chloride, and dimethyl sulfoxide (Chevetet al., 
Nucl. Acids Res. 23:3343-3344 (1995); Hung et al., Nucl. Acids Res. 18:4953 
(1990)) to either increase the specificity of the PCR reaction and/or increase 
yield. Other attempts include adding various proteins, such as replication 
accessory factors. Replication accessory factors known to be involved in 
DNA replication have also increased yields and the specificity of PCR 
products. For example, £. coli single-stranded DNA binding proteins, such as 
ssb, have been used to increase the yield and specificity of primer extension 
reactions and PCR reactions (see, e.g., U.S. Patent Nos. 5,449,603, and 
5,534,407). Another protein, the gene 32 protein of phage T4, appears to 
improve the ability to amplify larger DNA fragments (Schwartz et al., Nucl. 
Acids Res. 18: 1079(1990)). 

An important modification that has enhanced the ease and specificity 
of PCR is the use of Thermus aquaticus (Taq) DNA polymerase in place of 
the Klenow fragment of E. coli DNA pol I (Saiki et al., Science 230: 1350-1354 
(1988)). The use of this thermostable DNA polymerase obviates the need for 
repeated enzyme additions, permits elevated annealing and primer extension 
temperatures, and enhances specificity. Further, this modification has 
enhanced the specificity of binding between the primer and its template. Taq 
polymerase, however, has a fundamental drawback since it does not have 3' 
to 5 1 exonuclease activity. Thus, Taq polymerase cannot excise incorrect 
nucleotides incorporated into the ends of the amplified products. Due to this 
limitation, the fidelity of Taq-PCR reactions typically have suffered. 
Therefore, those in the field have searched for another thermostable 
polymerase that has 3' to 5' exonuclease activity. 

Polymerases having 3 f to 5' exonuclease activity have been found in 
archaebacteria (archaea). Archaea is a third kingdom of organisms, different 
from eukaryotes and bacteria (eubacteria). Many archaea are thermophilic 
bacteria-like organisms that can grow in extremely high temperatures, i.e., 
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100°C. One such archaebacteria is Pyrococcus furiosus (Pfu). A monomeric 
polymerase from Pfu has been identified that has the desired 3' to 5' 
exonuclease activity and synthesizes nucleic acids of interest at high 
temperatures (Lundberg et al, f Gene 108: 1-6 (1991); Cline et al., Nucl. Acids 
Res. 24: 3546-3551 (1996) (This polymerase is referred to as Pfu 
polymerase.)) A second DNA polymerase has been identified in P. furiosus 
which has two subunits (DP1/DP2) and is referred to as P. furiosus pol II. 
See References 1 and 15, This activity of this polymerase may also be 
enhanced by the addition of accessory factors to polymerization reactions. 

Certain natural proteins exist in archaea, i.e., PEF (polymerase 
enhancing factors) that exhibit deoxyuracil triphosphatase (dUTPase) activity 
and that enhance the activity of Pfu polymerase (International Patent 
Application Publication No. WO 98/42860, published on October 1, 1998; 
U.S. Patent Application Nos. 08/822,774 and 08/957,709). The presence of 
deoxyuracil-containing DNA in a DNA polymerization reaction inhibits 
polymerase activity (Lasken et al., J. Biol. Chem. 271: 17692-17696 (1996)). 
Specifically, during the course of a normal PCR reaction, a dCTP may be 
deaminated into dUTP, thereby introducing a deoxyuridine into the newly 
synthesized DNA. When this newly synthesized DNA is used as an 
amplification template, the presence of the deoxyuridine inhibits the Pfu 
polymerase. The archaeal dUTPase (PEF) prevents dUTP incorporation and, 
thus, avoids the inhibition of the Pfu polymerase. Accordingly, the archaeal 
dUTPase optimizes the activity of Pfu polymerase. 

According to certain embodiments, the invention provides methods of, 
and materials for, enhancing the polymerase activity of archaeal 
polymerases, including, without limitation, Pfu polymerase. Certain 
embodiments involve one or more archaeal replication accessory factors, that 
may be counterparts of certain eukaryotic proteins, e.g., helicase enzymes 
that unwind the DNA helix and, thereby, provide a single-stranded DNA 
template; single-stranded DNA binding proteins (e.g., RFA) that bind and 
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stabilize the resulting single-stranded DNA template; a "sliding clamp" protein 
(e.g., proliferating cell nuclear antigen or PCNA) that stabilizes the interaction 
between the polymerase and the primed single-stranded DNA template and 
that enhances synthesis of long DNA strands (also known as "processivity"); 
a "clamp-loading" protein complex (e.g., RFC) that assembles the PCNA 
protein; minichromosomal maintenance protein(s) (MCMs), possessing DNA 
binding activity, DNA-stimulated ATPase activity, and a 3-5' helicase activity; 
CDC6, a protein that binds to the origin of replication through interactions with 
the origin replication complex (ORC) and facilitates the loading of MCM(s); 
and flap endonuclease-1 (FEN-1), a structure specific endonuclease and 5' 
exonuclease. 

According to certain embodiments, the invention provides novel DNA 
replication accessory factors that have been isolated and purified from the 
hyperthermophilic archaea Pyrococcus furiosus. In certain embodiments, the 
isolated proteins are thermostable homologues of eukaryotic or prokaryotic 
DNA replication proteins PCNA, RF-C subunits, RFA, FEN-1, CDC6, and 
helicases, including but not limited to helicase 2-8, dna2, and MCM. 

According to certain embodiments, this invention also involves isolated 
and purified polynucleotides that encode these novel replication accessory 
factors and analogs or degenerate variants of those polynucleotides. 

In certain embodiments, the polynucleotide may be cDNA, genomic 
DNA, mRNA, partially or fully synthetic DNA, or plasmid DNA. The skilled 
artisan will understand that the complementary DNA and RNA sequences of 
any disclosed nucleic acid sequence is within the intended scope of the 
present invention. 

According to certain embodiments, the invention includes vectors 
comprising a polynucleotide that encodes a replication accessory factor and 
host cells comprising such vectors. According to certain embodiments, the 
invention includes polypeptides expressed in. those host cells. Further, this 
invention provides not only the host cells and their products, but also, the 
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methods of using such host cells to produce the polypeptides of interest. The 
isolated and purified polypeptides of the invention, as well as recombinantly 
produced polypeptides are within the scope of the invention. 

According to certain embodiments, the invention includes methods of 
enhancing a nucleic acid polymerase reaction comprising the addition of one 
or more of the replication accessory factors to the reaction. 

In certain embodiments, only one archaeal replication accessory factor 
will be added into the nucleic acid polymerase reaction. In other 
embodiments, a combination of factors may be added. 

In certain embodiments, an archaeal dUTPase may be combined with 
one or more of those replication accessory factors to further enhance the 
polymerase reaction. 

According to certain embodiments, compositions for enhancing nucleic 
acid polymerase reactions are provided. These compositions comprise 
archaeal polypeptides, either alone or in combination with other archaeal 
polypeptides, including, for example, PCNA, RFC, RFC-P55, RFC-P38, RFA, 
MCM, CDC6, FENrl, ligase, dUTPase, helicases 2-8, and helicase dna2. In 
certain embodiments archaeal polypeptides are from or homologous to a 
polypeptide found in members of the Pyrococcus or Thermococcus genera. 
In other embodiments, the polypeptides are from or homologous to a 
polypeptide found in Pyrococcus furiosus. In certain embodiments, the 
compositions further comprise one or more polymerases, including, for 
example, thermostable polymerases and polymerases that lack 3' to 5' 
exonuclease activity. Methods for enhancing nucleic acid polymerase 
reactions comprising these novel compositions are also provided. 

In certain embodiments, this invention also provides methods of 
synthesizing nucleic acids comprising employing an archaeal polymerase and 
an archaeal replication accessory factor(s). 

According to certain embodiments, the invention includes methods of 
amplifying, mutagenizing, or labeling nucleic acids of interest comprising 
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employing an archaeal polymerase and an archaeal replication accessory 
factor(s). 

In certain embodiments of the inventive methods, the archaeal 
polymerase is Pfu polymerase. In certain embodiments of those methods, 
the archaeal polymerase is combined with another polymerase, such as Taq, 
Stoffel, Tfl, Tru, Tea, Tfil, Tbr, or Tth polymerase. In other embodiments of 
these methods, an archaeal dUTPase may also be included to enhance 
polymerase activity. 

In certain embodiments of the inventive methods, the archaeal 
polymerase is P. furiosus pol II polymerase. In other embodiments, P. 
furiosus pol II polymerase is combined with a second polymerase. In certain 
embodiments the second polymerase lacks a 3' to 5' exonuclease activity, for 
example, without limitation, Taq, Stoffel, Tth, Tfl, Tru, Tfil, Tea, or Tbr 
polymerase. 

In certain embodiments, this invention also provides a kit used in the 
practice of the above-described methods. 

In certain embodiments, this invention also provides a kit comprising 
an archaeal polymerase and at least one archaeal replication accessory 
factor. 

In certain embodiments, those kits would also comprise an archaeal 
dUTPase and possibly, another polymerase, such as Taq. 

While compositions of the present invention are particularly useful for 
PCR applications, such compositions have utility for nucleic acid polymerase 
reactions in general. For example, without limitation, synthesizing, labeling, 
amplifying, or mutagenizing nucleic acids. Accordingly, the present invention 
is not intended to be limited to PCR applications. 

Brief Description of the Drawings 

The abbreviations used herein for amino acids in the predicted amino 
acid (or translated protein) sequences, which are single letter, and the nucleic 
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acids are those conventionally used, as in Stryer et al., Biochemistry, 3rd ed. , 
W.H. Freeman, N.Y. (1988) at the back cover. 

Figure 1 illustrates the identification of native PCNA in heparin sepharose 
fractions. Nucleotide incorporation was measured in the 
absence of salt to detect polymerase activity ("Pol") or in the 
presence of NaCI + Pfu DNA polymerase to detect PCNA. 

Figure 2 illustrates the identification of native PCNA activity in SDS- 
PAGE gel slices. An active heparin sepharose fraction was 
electrophoresed on an SDS-PAGE gel, and slices of the gel 
were excised and the proteins eluted. The presence of PCNA 
or polymerase activity was determined as described above in 
Figure 1 and in the Detailed Description of Embodiments of the 
Invention. 

Figure 3 illustrates the DNA sequence of PCNA. 

Figure 4 illustrates the predicted amino acid sequence of PCNA. 

Figure 5 illustrates that PCNA enhances the processivity of Pfu DNA 
polymerase. A 5'-radiolabelled 38 bp oligonucleotide was 
annealed to single-stranded M13. The template was incubated 
at 72 °C in the presence of cloned Pfu PCR buffer, dNTPs, and 
either cloned Pfu DNA polymerase or exo* Pfu DNA polymerase. 
To certain reactions, -0.1 or 10 fmoles of PCNA was added. 
Reactions were allowed to proceed for 1, 5, 10, or 30 minutes, 
and then stopped in loading buffer. The extension products 
were electrophoresed on CastAway® prepoured 6% (7M urea) 
gels, and the gels were dried and visualized by 
autoradiography. The length of the fully extended product is 
approximately 7 kb. 

Figure 6 illustrates the stimulation of TaqPlus® Long DNA polymerase 

blend (Stratagene) with PCNA. A 23 kb fragment was amplified 
from genomic DNA using 5li TaqPlus® Long polymerase blend t 
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in the presence of native PEF, a no KCI buffer, and varying 
amounts of PCNA. 

Figure 7 illustrates the stimulation of TaqPlus® Long DNA polymerase 
blend with PCNA. A 30 kb fragment was amplified from 
genomic DNA using 5U TaqPlus® Long, in the presence of 
native PEF, a no KCI buffer, and varying amounts of PCNA. 

Figure 8 illustrates the DNA sequence of genomic RFC clones. Genomic 
sequences encoding the P38 and P55 subunits are located in 
tandem, respectively. The sequence encoding P38 contains an 
intein. As used herein, the term "intern" includes, but is not 
limited to protein splicing elements. These elements are 
involved in the post-translational processing of pre-proteins. 
The coding regions of the P38 and P55 subunits are bracketed [ 
]. The intein sequence is enclosed in parentheses ( ). 

Figure 9 illustrates the predicted amino acid sequence of the genomic 

RFC clone. The sequence encoding P38 and P55, respectively, 
are enclosed in parentheses ( ), while the sequence of the intein 
is bracketed [ ]. The * indicates a stop codon. 

Figure 10 illustrates the predicted amino acid sequence of recombinant 
P55 clone. 

Figure 1 1 illustrates the predicted amino acid sequence of recombinant 
P38 clone. 

Figure 12 illustrates a Western blot of immunoaffinity purified native RFC 
complex using anti-P38 IgG (panel A) or anti-P55 IgG (panel B). 
Immunoaffinity purification was carried out using rabbit anti P55 
IgG as the capture reagent. Fractions are labeled as follows: +, 
positive control; 0, wash. F20-F34 refer to fractions eluted at 
pH 2.8 from the column. 

Figure 13 illustrates a protein gel of immunoaffinity purified native RFC 

complex. Immunoaffinity purification was carried out using rabbit 
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anti-P55 (-P55) IgG as the capture reagent. Fractions are 
labeled as follows: +, positive P38 control; -P38 (unrelated 
expt.) or-P55 column washes (present expt.). F18-F23 refer to 
fractions eluted at pH 2.8 from the column. 

Figure 14 illustrates the ATPase activity of native and recombinant RFC. 

Positions on the TLC plate containing the released radioactive 
phosphate were excised and counted in a scintillation counter. 

Figures 15 illustrates that native clamp loader further stimulates primer 
extension by Pfu in the presence of PCNA. Primer extension 
reactions were carried out as described in the Detailed 
Description of Embodiments of the Invention. 

Figure 16 illustrates a cDNA sequence of a clone expressing RFA. 
Nucleotide 7 is annotated ( 7 G). 

Figure 17 illustrates the predicted amino acid sequence of RFA. The 
theoretical molecular weight is 41 .3 kDa. The native protein 
may start at the third amino acid, methionine (annotated 3 M). 
The four amino acids shown in bold and underlined identify a 4- 
cysteine-type zinc finger motif (X 3 CX 2 ^CX 12 „ 15 CX 2 C; H is an 
acceptable substitute for C). 

Figure 18 illustrates a gel shift assay that demonstrates single-stranded 

DNA binding activity of P furiosus RFA. 50 ng of a 38-mer oligo 
was incubated with E. coli SSB (lane 1), water (lane 2), or P. 
furiosus RFA (lanes 3-7) in TE buffer (lanes 1-3), 1x cloned Pfu 
buffer (lane 4), 50 mM Tris pH 8.5, 25 mM KCI, 2 mM MgCI 2 
(lane 5), 50 mM Tris pH 8.5, 25 mM KCI, 5 mM MgCI 2 (lane 6), 
or 50 mM Tris pH 8.5, 25 mM KCI, 2 mM ZnCI 2 (lane 7). 
Samples were incubated at 95°C for 10 minutes, followed by 72 
°C for 2 minutes prior to loading on a 4-20% acrylamide gradient 
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gel in 1x TBE buffer. Bands were visualized by SYBR green 
staining and UV illumination 
Figure 19 illustrates an increase in amplification specificity with RFA using 
cloned Pfu + PEF (Pfu Turbo™ DNA polymerase (Stratagene)) 
(5.2 kb system). 

Figure 20 illustrates an increase in product yield using RFA in combination 
with cloned Pfu Turbo™ DNA polymerase (2.1 kb system). 

Figure 21 illustrates an increase in yield and amplification specificity with 
RFA and E. coli SSB using Taq and Pfu DNA polymerases (0.5 
kb system). 

Figure 22 illustrates the DNA sequence of recombinant helicase 2. This 
helicase has demonstrated PCR enhancing activity. 

Figure 23 illustrates the DNA sequence of recombinant helicase 3. 

Figure 24 illustrates the DNA sequence of recombinant helicase 4. 

Figure 25 illustrates the DNA sequence of recombinant helicase 5. 

Figure 26 illustrates the DNA sequence of recombinant helicase 6. 

Figure 27 illustrates the DNA sequence of recombinant helicase 7. 

Figure 28 illustrates the. DNA sequence of recombinant helicase dna2. 

This helicase has demonstrated PCR enhancing activity. 

Figure 29 illustrates the predicted amino acid sequence for helicase 2. 

The theoretical molecular weight is 87.9 kDa + 4.0 kDa (CBP 
affinity tag). 

Figure 30 illustrates the predicted amino acid sequence for helicase 3. 

The theoretical molecular weight is 100.0 kDa + 4.0 kDa (CBP 
affinity tag). 

Figure 31 illustrates the predicted amino acid sequence for helicase 4. 

The theoretical molecular weight is 105.0 kDa + 4.0 kDa (CBP 
affinity tag). 
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Figure 33 



Figure 34 



Figure 35 



Figure 36 
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illustrates the predicted amino acid sequence for helicase 5. 
The theoretical molecular weight is 86.8 kDa + 4.0 kDa (CBP 
affinity tag). 

illustrates the predicted amino acid sequence for helicase 6. 
The theoretical molecular weight is 105kDa + 4.0 kDa (CBP 
affinity tag). 

illustrates the predicted amino acid sequence for helicase 7. 
The theoretical molecular weight is 126.0 kDa + 4.0 kDa (CBP 
affinity tag). 

illustrates the predicted amino acid sequence for helicase dna2. 
The theoretical molecular weight is 74.6 + 4.0 kDa (CBP affinity 
tag). 

illustrates the ATPase activity of helicases produced by phage 
induction. 

1 I of Pfu helicases 3, 4, 5, 6, 7, and 8 (lanes 1-6 respectively), 
0.8 units of porcine ATPase (9) or water (10) were incubated with 
1 I of 4.5 M ATP and 1 Ci of gamma labeled 33 P ATP in 1x 
Optiprime buffer #3 (10mM Tris-HCI (pH 8.3), 3.5 mM MgCI 2 , 75 
mM KCI). The spies were incubated at 72°C for 20 minutes 
before being spotted on PEI cellulose F. The samples were 
allowed to dry before the PEI cellulose was placed in a shallow 
reservoir of 0.4 M NaH 2 P0 4 . The liquid front was allowed to 
migrate 5 cm before being removed from the liquid and dried. 
The samples were exposed to x-ray film for one hour, 
illustrates the ATPase activity of helicases produced by IPTG 
induction of bacterial cultures. 1 microliter of an old lot or new 
lot of Pfu dna2-like helicase (lanes 1 and 2, respectively), Pfu 
helicase 2, 3, 4, 5 and 7 (lanes 3-7), water (8), or 0.8 units of 
porcine ATPase (9) were incubated with 1 iA of 4.5 micromolar 
ATP and 1 microCurie of gamma labeled 33 P ATP in 1x 
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Optiprime buffer #3 (10mM Tris-HCI (pH 8.3), 3.5 mM MgCI 2) 75 
mM KCI). The samples were incubated at 72°C for 20 minutes 
before being spotted on PEI cellulose F. After drying, the PEI 
cellulose was placed in a shallow reservoir of 0.4 M NaH 2 P0 4 . 
The liquid front was allowed to migrate 4 cm before being 
removed from the liquid and dried. The samples were exposed 
to x-ray film for one hour. 

Figure 38 illustrates the helicase displacement of bound oligos. 

Radioactively labeled oligonucleotides with a 3' overhang (A) or 
a 5' overhang (B) were annealed to M13mp18. The reactions 
were incubated with 0.5 «l of putative Pfu helicases 3-7 and Pfu 
helicase dna2 in 50 mM Tris pH 8.5, 25 mM KCI, 5 mM MgCI 2 
and 5 mM ATP for 30 minutes at 55 °C. 1 //I of Pfu helicase 2 
was used in an identical reaction. The positive control was 
generated by thermally melting the annealed oligo prior to 
loading. The negative control was incubated with water. The 
samples were run on 4-20% gradient acrylamide gels in 1xTBE. 
The gels were dried and exposed to x-ray film. 

Figure 39 illustrates the enhancement of Pfu polymerase processivity with 
Pfu PCNA and RF-C. 

Figure 40 illustrates the DNA sequence of recombinant helicase 8. 
Molecular weight is 82.6 kDa + 4 kDa CBP tag. 

Figure 41 illustrates the predicted amino acid sequence of recombinant 
helicase 8. 

Figure 42 illustrates the stimulation of nucleotide incorporation by Pfu and 
P. furiosus pol II DNA polymerases using PCNA. Primer 
extension reactions were performed at 66-99°C using primed 
single-stranded M13 DNA, Optimal activity was observed at or 
above 80°C in the presence of PCNA (no measurements 
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carried out between 80 and 95°C), while reduced activity was 

observed above 72 °C in the absence of PCNA. 
Figure 43 illustrates the DNA sequence of Pfu genomic helicase 8. 
Figure 44 illustrates the predicted amino acid sequence of Pfu genomic 

helicase 8. The theoretical molecular weight is 82.6 kDa + 4 

kDa tag. 

Figure 45 illustrates the DNA sequence of Pfu mem gene with the intein 
present. The underlined sequence corresponds to the 
oligonucleotide primer used in sequencing to confirm deletion of 
the intein and proper joining of the junction. 

Figure 46 illustrates the predicted amino acid sequence of the Pfu MCM 
polypeptide with the intein present. The theoretical molecular 
weight is 118 kDa. 

Figure 47 illustrates the predicted amino acid sequence of the Pfu MCM 
polypeptide with the intein removed. The theoretical molecular 
weight is 78.6 kDa. 

Figure 48 illustrates the DNA sequence of the Pfu cdc6 gene. 

Figure 49 illustrates the predicted amino acid sequence of the Pfu CDC6 
polypeptide. The theoretical molecular weight is 48.3 kDa, 

Figure 50 illustrates FEN-1 Enhancement of a TaqPlus Long (TPL) PCR 
reaction containing Pfu PCNA. A 23kb -globin target was 
amplified from human genomic DNA with TaqPlus Long DNA 
polymerase in the absence (0 PCNA) or presence of 2 different 
amounts of Pfu PCNA (47.7 pM and 4.77 nM) and varying 
concentrations of Pfu FEN-1 (lanes 1-6 correspond to 0, 1 1 .9 
pM, 23.7 pM, 119pM, 1.19 nM, and 11.9nM, respectively). 

Figure 51 illustrates FEN-1 Enhancement of a Pfu PCNA stimulated 

PfuTurbo PCR reaction. A 17 kb -globin target was amplified 
from human genomic DNA with Pfu Turbo DNA polymerase in 
the absence (0) of PCNA or FEN-1 , the presence of PCNA 



WO 01/09347 PCTYUS00/20532 

14 

alone (131 pM), or the presence of PCNA and FEN-1 (131 pM 
PCNA, 774 pM FEN-1). Amplifications were carried out in the 
presence of a thermostable topoisomerase (ThermoFidelase; 
Chemicon). Either no (0) topoisomerase was added to the 
reaction, or 1 I of undiluted (1) or diluted (1/5, 1/10, or 1/25) 
topoisomerase was added to the reaction. 

Figure 52 illustrates FEN-1 Enhancement of a Pfu PCNA stimulated 
PfuTurbo PCR. A 17 kb -globin target was amplified from 
human genomic DNA with Pfu Turbo DNA polymerase in the 
absence (0) or presence (95 pM) of PCNA and varying 
concentrations of FEN-1 (lanes 1-6 correspond to 0, 1 1.9 pM, 
23.7 pM, 119 pM, or 1.19 nM, respectively). 

Figure 53 illustrates the enhancement of a PCR reaction containing either 
MCM or MCM and CDC6. A 23kb genomic target was amplified 
with TaqPlus Long DNA polymerase in the absence (left side) of 
presence (right side) of CDC6 and the following amounts of P. 
furiosus MCM : none (0) or 1ul of MCM diluted 1/1000, 1/500, or 
1/100. 

Figure 54 illustrates a gel shift assay using reconstituted RFA. Lane 1 
comprises the 60-mer oligo template and water (negative 
control). Lane 2 comprises the 60-mer oligo template and 1 g 
E. coli SSB (positive control). Lane 3 comprises the 60-mer 
oligo template and approximately 1 g reconstituted Pfu RFA- 
CBP. Lane 4 comprises the 60-mer oligo template and 
approximately 5 g reconstituted Pfu RFA-CBP. 

Figure 55 illustrates the Pfu MCM DNA sequence with the intein sequence 
removed. 
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Detailed Description of Embodiments of the Invention 

The invention provides for isolated and purified polynucleotides that 
encode novel DNA replication accessory factors from archaeabacteria. In 
certain embodiments, the replication accessory factors or polypeptides are 
from Pyrococcus species or the closely related archaeal species 
Thermococcus. These replication accessory factors may be thermostable 
homologs of the eukaryotic DNA replication proteins PCNA, RFC subunits, 
RFA, CDC6, FEN-1 , and helicases, including without limitation, MCM. By 
thermostable is meant that the polypeptide has a biological half-life of at least 
30 minutes at 50° C. 

As used herein "isolated and purified polynucleotide" is a nucleic acid, 
which is substantially separate from at least one other nucleic acid sequence 
that naturally accompanies the native polynucleotide. 

These polynucleotides include RNA, cDNA, genomic DNA, synthetic 
forms, e.g., oligonucleotides, antisense and sense strands, and may also 
include chemically or biochemically modified nucleotides, e.g., mutated 
nucleotides or cys-labeled nucleotides. The skilled artisan will understand 
that the term genomic DNA may include not only the coding region or exons, 
but also promoters, enhancers, introns, and other regulatory elements. Such 
regions are generally known in the art and can be identified using methods 
known to the skilled artisan. Recombinant polynucleotides, generated, for 
example, without limitation, recombinant technology and molecular giological 
techniques, are also provided. Also within the scope of the invention are fully 
or partially synthetic polynucleotide sequences, for example, without 
limitation, generated by solid phase synthetic processes. See, e.g., Current 
Protocols in Molecular Biology, including supplements through July 2000, 
John Wiley & Sons; Current Protocols in Nucleic Acid Chemistry, 2000, John 
Wiley & Sons. 

Although polynucleotides having naturally occurring sequences may be 
employed, such polynucleotides may be altered, e.g., by deletion, 
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substitution, or insertion. One skilled in the art will know appropriate changes 
in the sequence that will encode proteins that retain biological activity. In 
certain preferred embodiments, polynucleotides may be changed to encode 
different conservative amino acid substitutions. Conservative amino acid 
substitutions include, but are not limited to, a change in which a given amino 
acid may be replaced, for example, by a residue having similar 
physiochemical or biochemical characteristics. Examples of such 
conservative substitutions include, but are not limited to, substitution of one 
aliphatic residue for another, such as lie, Val, Leu, or Ala for one another; 
substitutions of one polar residue for another, such as between Lys and Arg, 
Glu and Asp, or Gin and Asn; or substitutions of one aromatic residue for 
another, such as Phe, Trp, or Tyr for one another. Other conservative 
substitutions, e.g., involving substitutions of entire regions having similar 
hydrophobicity characteristics, are well known. See Biochemistry: A 
Problems Approach, (Wood, W.B., Wilson, J.H., Benbow, R.M., and Hood, 
LE M eds.) Benjamin/Cummings Publishing Co., Inc., Menlo Park, CA (1981), 
page 14-15. 

cDNA or genomic libraries of various types may be screened as natural 
sources of the polynucleotides of the present invention, or such nucleic acids 
may be provided by amplification of sequences that exist in genomic DNA or 
other natural sources, e.g., by PCR. See, e.g., PCR Protocols: A Guide to 
Methods and Application . Innis, M., et al., eds., Academic Press: San Diego 
(1990). Genomic polynucleotides encoding the archaeal replication 
accessory factors may contain additional non-coding bases, or inteins, and 
one skilled in the art would know how to obtain such polynucleotides. One 
way to obtain genomic DNA sequences is by probing a genomic library with 
all or part of a known DNA sequence. The obtained genomic DNA sequence 
should encode functional proteins. 

In certain embodiments of this invention, the nucleic acid sequences of 
the isolated polynucleotides encoding the replication accessory factors have 
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been obtained and may be used for various purposes. In certain 
embodiments, the invention includes isolated and purified polynucleotides 
that encode the following: archaeal PCNA f archaeal RFC subunit P38 protein, 
archaeal RFC subunit P55, archaeal RFC subunit P98, archaeal RFA, 
archaeal CDC6, archaeal FEN-1, and various archaeal helicases. According 
to certain embodiments, the invention includes nine different helicases that 
exist in Pfu, i.e., helicase 2 to 8, MCM, and helicase dna2. Homologous 
polynucleotide or polypeptide sequences from other members of the 
Pyrococcus species and Thermococcus species are also within the scope of 
the invention. 

As used herein, the term "PCNA" may also be referred to as a "clamp" 
or a "sliding clamp" protein, in view of its role in clamping the DNA 
polymerase to the DNA template in eukaryotes. 

In certain embodiments, the term "RFC subunits" includes, but is not 
limited to, proteins of about 55 kilodaltons (kDa) and about 38 kDa in 
molecular weight or subunits having the amino acid sequence set forth in 
Figure 10 and Figure 11, respectively. These subunits are referred to herein 
as "P55" and "P38." These subunits are part of a complex having one large 
subunit and at least one small subunit. P55 is considered a large subunit and 
P38 a small subunit. The RFC P98 subunit comprises the P38 subunit and 
the intein sequences that are removed from the functional form of the P38 
protein. 

This invention further provides for isolated and purified polynucleotides 
that encode amino acid sequences for various replication accessory factors, 
such as an archaeal PCNA, archaeal RFC subunit P38 protein, archaeal RFC 
subunit P55, archaeal RFA, archaeal CDC6, archaeal FEN-1, and various 
archaeal helicases, including helicase 2-8, helicase dna2, and MCM. 

The polynucleotides described herein also include nucleic acid 
sequences that encode for polypeptide analogs or derivatives of the various 
archaeal polypeptides, including replication accessory factors, which differ 



WO 01/09347 



PCT/US00/20532 



18 

from naturally-occurring forms, e.g., deletion analogs that contain less than all 
of the amino acids of the naturally-occurring forms, substitution analogs that 
have one or more amino acids replaced by other residues, and addition 
analogs that have one or more amino acids added to the naturally-occurring 
sequence. These various analogs share some or all of the biological 
properties of the archaeal polypeptide factors. As noted above, one skilled in 
the art will be able to design suitable analogs. In certain preferred 
embodiments, conservative amino acid substitutions will be made. In certain 
embodiments, the analogs will be 70%, 75%, 80%, 85%, 90%, 95%, or 99% 
identical or homologous to the naturally-occurring sequence. 

Percent identity involves the relatedness between amino acid or 
nucleic acid sequences. One determines the percent of identical matches 
between two or more sequences with gap alignments that are addressed by a 
particular method. The percent identity may be determined by visual 
inspection and/or mathematical calculation. Alternatively, the percent identity 
of two nucleic acid sequences can be determined by comparing sequence 
information using the GAP computer program, version 6.0 described by 
Devereux et al. (Nucl. Acids Res. 12:387, 1984) and available from the 
University of Wisconsin Genetics Computer Group (UWGCG). The preferred 
default parameters for the GAP program include: (1) a unary comparison 
matrix (containing a value of 1 for identities and 0 for non-identities) for 
nucleotides, and the weighted comparison matrix of Gribskov and Burgess, 
Nuci Acids Res. 74:6745, 1986, as described by Schwartz and Dayhoff, eds., 
Atlas of Protein Sequence and Structure, National Biomedical Research 
Foundation, pp. 353-358, 1979; (2) a penalty of 3.0 for each gap and an 
additional 0.10 penalty for each symbol in each gap; and (3) no penalty for 
end gaps. Other programs used by one skilled in the art of sequence 
comparison may also be used. 

In certain embodiments, polynucleotides may be those that hybridize 
under moderately or highly stringent conditions to the complement of 
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naturally-occurring encoding nucleic acids or to nucleic acids that encode 
proteins having naturally-occurring amino acid sequences. As used herein, 
conditions of moderate stringency can be readily determined by those having 
ordinary skill in the art based on, for example, the length of the DNA. The 
basic conditions are set forth by Sambrook et al. Molecular Cloning: A 
Laboratory Manual, 2 ed. Vol. 1, pp. 1.101-104, Cold Spring Harbor 
Laboratory Press, (1989), and include use of a prewashing solution for the 
nitrocellulose filters 5X SSC, 0.5% SDS, 1.0 mM EDTA (pH 8.0), hybridization 
conditions of about 50% formamide, 6X SSC at about 42°C (or other similar 
hybridization solution, such as Stark's solution, in about 50% formamide at 
about 42°C), and washing conditions of about 60°C, 0.5X SSC, 0.1% SDS. 
Conditions of high stringency can also be readily determined by the skilled 
artisan based on, for example, the length of the DNA. Generally, such 
conditions are defined as hybridization conditions as above, and with washing 
at approximately 68°C, 0.2X SSC, 0.1% SDS. The skilled artisan will 
recognize that the temperature and wash solution salt concentration can be 
adjusted as necessary according to factors such as the length of the probe. 

In certain embodiments, polynucleotides may have sequences different 
from the naturally-occurring nucleic acid sequence in view of the redundancy 
(degeneracy) in the genetic code, especially if the amino acid sequences are 
known. The skilled artisan will understand that many amino acids are 
encoded by two or more different codons and that a polynucleotide containing 
these degenerate codons, while differing from the naturally-occurring nucleic 
acid sequence, still encodes the same amino acid sequence. Additionally, it 
may be desirable to introduce various codon substitutions into a 
polynucleotide sequence in order to create restriction sites or to optimize 
expression in a particular system. Such degenerate variants and substituted 
polynucleotides are within the scope of the present invention. 
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The polynucleotides used in this invention will usually comprise at least 
about 15 nucleotides. In certain embodiments,. the number of nucleotides is 
the minimal length required to express a biologically active replication 
accessory factor or, to probe for nucleic acid sequences encoding a 
replication accessory factor, or for nucleic acid priming. Such minimal lengths 
can be readily determined by the skilled artisan using conventional molecular 
biology techniques or those disclosed herein. 

Techniques for manipulating polynucleotides are described generally in 
Sambrook et al., Molecular Cloning: A Laboratory Manual, 2nd edition, (Cold 
Spring Harbor Laboratory Press 1989). Reagents useful in applying such 
techniques, e.g., restriction enzymes, are widely known in the art and 
commercially available from vendors such as Stratagene (La Jolla, CA). 

These polynucleotides may be used as nucleic acid probes and 
primers. Such probes and primers would be useful in screening for other 
archaeal replication accessory factors or screening other species for 
homologous replication accessory factors. The probe or primer may comprise 
an isolated nucleic acid, and may include a detectable label, such as a 
reporter molecule. 

In certain embodiments of this invention, one may also want to 
generate viral or plasmid DNA vectors using the polynucleotides disclosed 
herein. The contemplated vectors include various viral vectors. Some 
commonly used examples are, but are not limited to, plasmids, 
bacteriophages, retroviruses, baculovirus, and adenovirus. Such vectors may 
be coupled with nucleic acids that encode an origin of replication (ORI) or 
autonomously replicating sequence (ARS), expression control sequences, 
e.g., promoter and enhancer sequences, and protein processing information 
sites, such as RNA splice sites, polyadenylation sites, ribosome-binding sites, 
and mRNA stabilizing sequences. Such vectors and methods for constructing 
them are well known in the art. See, e.g., Sambrook et al. Molecular 
Cloning: A Laboratory Manual, 2 ed. Vol. 1 , Cold Spring Harbor Laboratory 
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Press, (1989); Pouwels et al., Cloning Vectors: A Laboratory Manual, 
Elsevier, New York, (1985); "Gene Expression Technology" Methods in 
Enzymology, v. 185, D.V. Goeddel, ed. Academic Press Inc., San Diego, CA 
(1990); and "Viral Vectors: Gene Therapy and Neuroscience Applications" 
(Kaplitt, M.G., and Loewy, A.D., eds.) Academic Press, San Diego, CA 
(1995). 

These polynucleotide may include the incorporation of codons 
"preferred" for expression of the polynucleotides in selected nonmammalian 
hosts, e.g., prokaryotic or non-mammalian eukaryotic host cells. 

Vectors may be used to introduce the polynucleotides of this invention 
into a host cell. Typically, these vectors also include transcription and 
translational initiation regulatory sequences operably linked to the 
polynucleotide that encodes an archaeal replication accessory factor. These 
vectors would facilitate the production of such a factor in a host cell. 

In certain embodiments, to produce the replication accessory factor 
encoded by the polynucleotide, an appropriate promoter and compatible host 
cell may be chosen. Examples of compatible cells lines and expression 
vectors are well known in the art. Certain well known host cells are 
prokaryotes like E. co//, and S. subtilis. In a prokaryotic host cell, such as E. 
co//, a polypeptide may include an N-terminal methionine residue to facilitate 
expression of the recombinant polypeptide in the prokaryotic host cell. The 
N-terminal Met may be cleaved from the expressed recombinant polypeptide. 
Examples of eukaryotic host cells are yeast, fungi, plant, insect, amphibian, 
avian, or mammalian cells. See, e.g., "Gene Expression Technology" 
Methods in Enzymology, v. 185, D.V. Goeddel, ed. Academic Press Inc., San 
Diego, CA (1990). 

In certain embodiments, one may employ a selectable marker in the 
host cell system or vector such that transformed cells are easily detectable. 
In certain embodiments, such markers are detectable after the cells have 
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been transformed. An example includes, but is not limited to, antibiotic 
resistance. 

Those skilled in the art will be able to construct suitable expression 
systems in suitable host cells, especially in view of the many publications, 
including manuals, that discuss such information. 

This invention provides a method for producing archaeal replication 
accessory factors by expressing a vector that comprises a polynucleotide that 
encodes a replication accessory factor in a suitable host cell and purifying the 
expressed product. Techniques using such host cells to express such 
polynucleotides are well known in the art. See, e.g., Sambrook et al. (1989). 

This invention also provides recombinant protein produced by the 
above-described method. 

The invention also provides isolated and purified archaeal replication 
accessory factors including, but not limited to, archaeal PCNA, archaeal RFC- 
P38, archaeal RFC-P55, archaeal RFA, archaeal CDC6, archaeal FEN-1, and 
archaeal helicases, e.g., helicase dna2, helicases 2 to 8, and archaeal MCM. 

In certain embodiments, these accessory factors have part or all of the 
primary structural conformation and one or more of the biological properties of 
a replication accessory factor. 

As used herein, the term "isolated and purified polypeptide" describes 
a polypeptide separate from at least one other protein that naturally 
accompanies the polypeptide. A polypeptide includes proteins and peptide 
sequences comprising at least two amino acids. 

In addition to naturally-occurring allelic forms of the replication 
accessory factors, this invention also includes polypeptide analogs or 
fragments. One of skill in the art can readily design nucleic acid sequences 
that express such analogs or fragments of the replication accessory factors. 
For example, one may use well-known site-directed mutagenesis techniques 
to generate polynucleotides encoding such analogs or fragments. Those 
analogs and fragments will have one or more of the biological functions of the 
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naturally-occurring replication accessory factor, for example, without 
limitation, enhancing a nucleic acid polymerase reaction or complex 
formation. 

Further, this invention provides a composition comprising at least one 
archaeal polypeptide for use in nucleic acid polymerase reactions. As used 
herein "nucleic acid polymerase reactions" includes, but is not limited to, 
PCR-based reactions that may include site-directed mutagenesis, 
amplification, labeling, and synthesis of nucleic acid of interest. 

In certain embodiments of the invention, the composition further 
comprises at least one polymerase. Such a polymerase may include, but 
would not be limited to, Pfu polymerase, P furiosus pol II polymerase, and/or 
Taq polymerase. Blends of different polymerases, such as blends of Taq 
and Pfu polymerases, are also within the scope of the invention. 

In certain embodiments, the polymerase is a thermostable archaeal 
polymerase. The archaeal DNA polymerase may be obtained from archaea 
such as Pyrococcus species GB-D, Pyrococcus species strain 
(kodakaraensis) KOD1, Pyrococcus woesii, Pyrococcus abysii, Pyrococcus 
horikoshii, Pyrodictium occultum, Archaeoglobus fulgidus, Sulfolobus 
solfatanicus or acidocaldarius, Sulfolobus acidocaldarium, Thermococcus 
litoralis, Thermococcus species 9 degrees North-7, Thermococcus species 
JDF-3, Thermococcus gorgonahus, Methanobacterium thermoautotrophicum. 
Methanococcus jannaschii, Meihanococcus voltae, Thermoplasma 
acidophilum, Thermococcus fumicolans, Pyrobaculum islandicum, 
Aeropyrum, pernix, Desulfurococcus strain Tok f and Thermoccocus sp TY. 
Related archaea from which the archaeal DNA polymerase may be obtained 
are also described in Archaea: A Laboratory Manual (Robb, FT and Place, 
A.R., eds, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY, 
1995). 

According to certain embodiments, the polymerase is related to Pfu 
polymerase or P. furiosus pol II polymerase. Commercial enzymes that are 
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related to Pfu polymerase that are likely to function with the P. furiosus 
replication factors are; KOD (Toyoba), pfx (Life Technologies Inc.), Vent (New 
England Biolabs), Deep Vent (New England Biolabs), Pwo (Roche Molecular 
Biochemicals) and Tgo from Thermoccocus gorgonarius (GC RICH OCR 
System and High Fidelity PCR Master Mix, containing a polymerase blend 
with Taq polymerase, Roche Molecular Biochemicals). Additionally, archaea 
that contain genes that exhibit DNA sequence homology to P. furiosus pol II 
subunits are described in references (Makinjemi, M. et al. (1999) Trends in 
Biochem., Sci. 24:14-16; Ishino et al. (1998) J. Bacterid., 180 2232-6). 
Those archaeal polymerases with sequence homology with P. furosius pol II 
are also likely to function with the replication accessory factors described 
herein. 

In certain embodiments the archaeal factors are used with a 
thermostable eubacterial polymerase, or are used with a mixture of 
eubacterial and archaeal polymerases. Thermostable eubacterial 
polymerases may be related to the pol I, pol II, or pol III class of DNA 
polymerases. Thermostable pol I DNA polymerases have been described in 
Thermus species (aquaticus, flavus, thermohilus HB-8, ruber, brokianus, 
caldophius GK14, Filiformis), Bacillus species (stearothermophilus, 
caldotenex YT-G, caldovelax YT-F), and Thermotoga maritima. Commercial 
thermostable enzymes that are related to eubacterial pol I enzymes include 
Taq (Stratagene) Tth (Perkin Elmer), Hot Tub/Tfl (Amersham), Klen Taq 
(Clone Tech), Stoffel fragment (Perkin Elmer), UlTma (Perkin Elmer), 
DynaZyme (Finnzymes), Bst (New England Biolabs), and Bca (Panvera). 
Thermostable pol III DNA polymerases have been described in Thermus 
. aquaticus (Huang, et al. (1999) J. Mol. Evol. 48:756-69) and Thermus 
thermophilus (reference #13), but could be obtained from other thermophilic 
eubacteria. Additional thermophilic eubacteria are described in the reference: 
"Thermophilic Bacteria," Kristjansson, J.K., CRC Press, Inc., Boca Raton, 
Florida, 1992. 
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In certain embodiments, to further enhance the nucleic acid 
polymerase reaction, the invention may also include an archaeal dUTPase 
(PEF) in the composition. 

Unlike current methods of enhancing nucleic acid polymerase 
reactions, this invention also discloses a method of enhancing nucleic acid 
polymerase reactions comprising employing a composition comprising at least 
one archaeal replication accessory factor. Such method will enhance the 
synthesis, amplification, or mutagenesis of nucleic acids of interest. 

According to certain embodiments, the archaeal polypeptides, 
including accessory factors, enhance any nucleic acid polymerization 
reaction. Such polymerization reactions include primer extension reactions, 
PCR, mutagenesis, isothermal amplification, DNA sequencing, and probe 
labeling. Such methods are well known in the art. Enhancement may be 
provided by stimulating nucleotide incorporation and reducing dissociation of 
the polymerase from the template. In addition, enhancement may be 
provided by reducing impediments in the nucleic acid templates, such as 
secondary structure and duplex DNA. Overcoming or improving such 
impediments through the addition of accessory factors like RFA, MCM, and 
helicase, can allow polymerization reactions to occur more accurately or 
efficiently, or allow the use of lower denaturation/extension temperatures or 
isothermal temperatures. RFA, MCM, and helicase should also facilitate 
synthesis of long targets, thus enhancing the nucleic acid polymerase 
reaction. According to certain embodiments, polymerase reactions can be 
enhanced by removal of secondary structure impediments by, for example, 
but without limitation, nucleases such as FEN-1 (see, e.g., U.S. Patent 
Application 09/430,692, filed October 29, 1999). In yet other embodiments, 
RFA, MCM, and helicase may provide additional benefits in non-polymerizing 
applications which require single-stranded nucleic acids. For example, RFA 
may improve the specificity of protein/nucleic acid interactions. 
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According to certain embodiments, PCNA alone or with other 
accessory factors may enhance exonuclease reactions carried out by the 3' to 
5' exonuclease activity of Pfu. Exonuclease reactions are used to prepare 
long single-stranded DNA templates. Enhancement may be provided by 
reducing dissociation of the polymerase from the template. 

In addition to enhancing polymerization and exonuclease reactions, 
PCNA is expected to enhance repair processes that are mediated by 
archaeal polymerases, such as, but not limited to, Pfu or P. furiosus pol II, 
and that typically require additional repair proteins, such as FEN-1 and ligase. 

According to certain embodiments, PCNA can also be used to 
enhance processes that are based upon the binding of nucleic acid 
sequences to complementary nucleic acid strands. For example, 
hybridization of labeled probes to complementary DNA or RNA strands is 
used in such methods as library screening, Southern blotting, Northern 
blotting, chip-based detection strategies, and Q-PCR detection strategies 
(e.g., molecular beacon hybridization probes). Such methods are well known 
in the art. See, e.g., Sambrook et al. (1989); Current Protocols in Molecular 
Biology, (1993, including supplements through July, 2000). Increasing the 
stability of annealed probes by the addition of PCNA, alone or with at least 
one archaeal polypeptide, may enhance specificity of hybridization reactions 
by allowing more stringent hybridization conditions to be used, such as higher 
temperature and/or lower ionic strength. Increasing the stability of 
primer/template interactions may also allow one to carry out more efficient 
polymerization reactions using RNA polymerases, reverse transcriptases and 
other nucleic acid polymerizing enzymes. 

According to certain embodiments compositions and methods 
comprising ligase, in combination with one or more additional archaeal 
polypeptides, including, without limitation, MCM, PCNA, RFC-P38, RFC-P55, 
RFA, CDC6, FEN-1, dUTPase, helicase 2, helicase 3, helicase4, helicaseS, 
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helicase 6, helicase 7, helicase 8, and helicase dna2, are provided for 
enhancing nucleic acid polymerase reactions. 

The invention also provides kits designed to expedite performing the 
subject methods. Kits serve to expedite the performance of the methods of 
interest by assembling two or more components for carrying out the methods. 
Kits preferably contain components in pre-measured unit amounts to minimize 
the need for measurements by end-users. Kits preferably include instructionsfor 
performing one or more methods of the invention. Preferably, the kit 
components are optimized to operate in conjunction with one another. 

In certain embodiments kits are provided for performing nucleic acid 
polymerase reactions that include at least one archaeal replication accessory 
factor, and possibly other proteins or compounds known to enhance such 
reactions. In certain embodiments, the kits may also include one or more 
polymerases. In certain embodiments, the kits are for synthesizing, 
amplifying, labeling, mutagenizing, or detecting nucleic acids of interest. 

Certain embodiments of the invention are described in the following ■ 
examples. However, these examples are offered solely for the purpose of 
illustrating the invention, and should not be interpreted as limiting the 
invention to these examples. 
Experiments 
Methods 

1 . Production of Accessory Factors from Pyrococcus furiosus 
A. DNA Sequence Identification/PCR Primers. 

The DNA sequences surrounding the DNA sequences of interest were 
examined for likely start and stop codons. The majority of DNA sequences of 
interest were identified in archaeal genome databases {Pyrococcus 
horekoshi, Pyrococcus furious, Methanococcus jannaschii, Methanobacterium 
thermoautotrophicum), through similarity to eukaryotic genes encoding 
replication factors of interest (see reference No. 5). Also, the oligonucleotide 
sequence for PCNA was identified by N-terminal peptide sequencing of a 
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protein isolated from a native protein preparation (see below). Table 1 below 
lists PCR primers used to amplify the genes and to produce sequences that 
can be modified to produce cohesive ends with a cloning vector. The 
sequence corresponding to the vector sequence is underlined. 



Table 1 



Gene Name 


Forward Primer 


Reverse Primer 


RFC P98/P38 


GACGACGACAAGATGAGCGAAG 


GGAACAAGACCCGTTCACTTCTT 


AGATTAGAGAA (SEQ ID NO: ) 


CCCAATTAGGGT (SEQ ID NO: ) 


RFC P55 


GACGACGACAAGATGCCAGAGC 


GGAACAAGACCCGTTCAC I I I I I A 


TTCCCTGGGTA (SEQ ID NO: ) 


AGAAAGTCAAA (SEQ ID NO: ) 


PCNA 


GACGACGACAAGATGCCATTCG 


GGAACAAGACCCGTTCACTCCTC 


AAATAGTCTTTG (SEQ ID NO: ) 


AACCCTTGGGGCTA (SEQ ID 
NO:) 


RFC P98 
Intein Deletion 
Primers* 


ACTACAGCGGCTTTGG (SEQ ID 
NO:) 


CTTTCCGACACCAGGG (SEQ ID 
NO:) 


RFA 


GACGACGACAAGATGATCATGA 


GGAACAAGACCCGTTCACATCAC 


GTGCATTTACAAAAGAAGAAATA 
ATC (SEQ ID NO: ) 


CCCCAATTCTTCCAATTCCC 
(SEQ ID NO: ) 


dna2 helicase 


GACGACGACAAGATGAACATAAA 


GGAACAAGACCCGTTCAAATGCT 


GAGCTTCATAAACAGGCTT 
(SEQ ID NO: ) 


ATCCTTCGTTAGCACAACATA 
(SEQ ID NO: ) 


Helicase 2 


GACGACGACAAGATGATTGAGG 


GGAACAAGACCCGTTCATCTTTTT 


AGCTGTTCAAGGGATTAGAGAG 
TGAAAT (SEQ ID NO:) 


ACGGCAAATGCGAATTCTTCTCC 
CTT (SEQ ID NO: ) 


Helicase 3 


GACGACGACAAGATGTTAATAGT 


GGAACAAGACCCGTTCATCGTCT 


TGTAAGACCAGGAAGAAAAAAGA 


CTCACCCTTCAAAATTTTTCCTTC 
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ATGA (SEQ ID NO: ) 


TTC (SEQ ID NO: ) 


Helicase 4 


GACGACGACAAGATGCACATATT 


GGAACAAGACCCGTCTATTCCCA 


GATAAAAAAGGCAATAAAAGAGA 
GATT (SEQ ID NO: ) 


AAACTTTCTAGTTTGGATGTAGTG 
TTT (SEQ ID NO: ) 


Helicase 5 


GACGACGACAAGATGTTATTAAG 


GGAACAAGACCCGTCTACTCCTC 


GAGAGACTTAATACAGCCTAGG 
ATAT (SEQ ID NO: ) 


ATCCTCTATATATGGGGCAGTTAT 
TA (SEQ ID NO: ) 


Helicase 6 


GACGACGACAAGATGCTCATGA 


GGAACAAGACCCGTCTAGCTTAA 


GGCCAGTGAGGCTAATGATAGC 
TGATG (SEQ ID NO: ) 


CTTAAGTAAATGCCTATCTTTCTT 
CT (SEQ ID NO: ) 


Helicase 7 


GACGACGACAAGATGATCGAAG 


GGAACAAGACCCGTTCAAAAACC 


GTTACGAAATTAAACTAGCTGTT 
GTAAC (SEQ ID NO: ) 


TTTCCCAGGTATGCGGGGGTCGC 
T (SEQ ID NO: ) 


Helicase 8 


GACGACGACAAGATGAGGGTTG 


GGAACAAGACCCGTTCAAGATTT 


ATGAGCTGAGAGTTGATGAGAG 
GATA (SEQ ID NO: ) 


GAGAAAGTAATCAAGGGTACTTTT 
TCT (SEQ ID NO: ) 


Mem 


(5LICMCM) 

GACGACGACAAGATGGACAGG 


(3LICMCM) 

GGAACAAGACCCGTTCAGACGGT 


GAGGAGATGATTGAGAGATTTGC 

AAAC (SEQ ID NO: ) 

note: initial GTG changed to ATG (ital 


TTTGTAGTAACCACTCTCTGGCAT 
(SEQ ID NO: ) 


mem intein 

removal 

primers 


(MCMINOUT1) 

AAGACCTGCTGCGGAACTAC I I 1 1 
G (SEQ ID NO: ) 


(MCMINOUT2) 

ACTGCTGCAGCAGTTAGGGATGAG 
CG (SEQ ID NO: ) 


cdc6 


(5LICCDC6) 

GACGACGACAAGATGAACGAAGG 


(3LICCDC6) 

GGAACAAGACCCGTTTAGATCAAC 


CATCAAATAAAGCTTGACGAG 
(SEQ ID NO: ) 


CTGCTCACTCTTAAGGGA 
(SEQ ID NO: ) 


FEN-1 


GACGACGACAAGATGGGTGTCCC 


GGAACAAGACCCGTTTATCTCTT 


AATTGGTGAGATTATACCAAGAAA 
AG 

(SEQ ID NO: ) 


GAACCAACTTTCAAGGGTTGATT 
GIN ICCACT(SEQIDNO:) 
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B. PCR Amplification. 

1) Procedure. 

DNA sequences for PCNA, RFC P98/38, RFC P55, RFA, and 
helicases dna2 and helicases 2-8 were amplified with various PCR enzymes 
and polymerase blends using the primers in Table 1. The optimal 
amplification procedure is described below. 

PCR Reaction Mixture: 

10 10x cloned Pfu buffer (Stratagene) 

0.8 iA 100mM total dNTPs 

3 ii\ mixed primers (100 ng//zl of each primer) 

1.5 /zl PfuTurbo DNA polymerase (2.5 U/^l) (Stratagene) 

1 \x\ genomic or plasmid DNA (approximately 1 00 ng//zl) 

83.7 y\ H 2 0 

2) Temperature Cycling. 

Samples were amplified in a RoboCycler® temperature cycler 
(Stratagene). The extension time used was proportional to the amplification 
product size. Optimally, the extension time is 2 minutes per kilobase. The 
annealing temperature depended on the length and composition of the 
primers, which were usually designed with a T m (melting temperature) 
between 50°C-60°C. A standad temperature cycling scheme is listed below: 

95 °C 1 minute 1 cycle 

The following three steps are performed sequentially and are repeated 
for 30 cycles: 

95 °C for 1 minute; 50°C for 1 minute; 72°C for 2 minutes/kb of 

target. 

C. Cloning of PCR Products. 

1) PCR Product Purification. 

Three to ten PCR reactions were generated for each DNA sequence. 
The PCR products were combined and purified with Stratagene's StrataPrep 0 
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PCR purification kit according to its instructions. The purified products were 
examined on agarose gels (1% agarose/1 XTBE) to verify product size and 
homogeneity. The gels were stained with ethidium bromide and visualized. If 
spurious bands were present, products of the correct size were isolated with 
Stratagene's StrataPrep 0 DNA gel extraction kit. 

2) Insert Preparation (Ligation Independent Cloning (LIC) 
Method). 

35 of purified PCR products were added to reactions containing: 

5 (A 10x cloned Pfu buffer 

1 fA 25 mM dATP 

1 cloned Pfu polymerase (2.5 U//J) 

and the volume of each reaction was brought to 50 {A with 8 //I H 2 0. The 
samples were incubated for 20 minutes at 72 °C in the RoboCycler 9 
temperature cycler. This process allows the 3' to 5' expnuclease activity of 
the polymerase to remove bases at the 3' ends of the PCR products until a 
dA nucleotide is encountered. The presence of dATP in the reaction prevents 
further exonucleolytic degradation of the PCR product and the exposed 5' 
overhangs anneal precisely with the pCALnEK vector. This vector is 
available commercially from Stratagene and is used to produce annealing 
termini complimentary to the prepared insert. 
3) Annealing. 

The treated PCR products were allowed to come to room temperature 
before 40 jA of each prepared insert was added to separate tubes containing 
40 ng of the LIC-ready pCALnEK vector. Samples were mixed and allowed to 
anneal for 16 hours at room temperature. 

D. Transformation. 

The annealed vector/inserts were transformed into competent cells, 
namely, Stratagene's Epicurian Coli® XL10-Gold s ultracompetent cells, and 
selected on LB- ampicillin plates. LB media is a commonly used reagent that 
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would be understood by those practiced in the arts. LB ampicillin plates are 
made by mixing: 

10g NaC1 
5g Yeast Extract 

10g Tryptone 

10g Agar. 

Add H 2 0 to a final volume of 1 liter. Autoclave. Cool to 55°C. Add ampicillin 
to a concentration of 100 micrograms per ml. Mix well. Pour about 25 ml per 
plate. 

Supercoiled DNA was isolated from the transformants using the 
instructions recommended in Stratagene's StrataPrep 0 Plasmid Miniprep Kit. 
The plasmids were used to transform BL21(DE3) CodonPlus® or BL2I (DE3) 
pLysS (Stratagene) cells. These cells were again selected on LB-ampicillin 
plates. 

E. Preparation of Recombinant Protein. 

1) Bacterial Expression of Recombinant Proteins. 

The transformants were grown up in multiple liter batches from 
overnight cultures preferably in LB media supplemented with Turbo Amp™ 
antibiotic (Stratagene) at 100 /ig/ml at 37°C with moderate aeration. When 
the cultures reached OD 600 readings of 0.6 to 1.0, the cells were induced with 
1 mM IPTG (Stratagene) and incubated in the same manner for 2 hours to 
overnight (16 hours). Induction causes the vector to produce recombinant 
protein with a calmodulin binding peptide (CBP) amino tag. The induced cells 
were collected by centrifugation and stored at -20 °C. 

Some helicase clones appeared to be unstable in BL21(DE3) cells. 
Supercoiled plasmids containing these helicases were transformed into BL21 
CodonPlus® cells (Stratagene) and induced with bacteriophage Lambda CE6 
(Stratagene) which contains the T7 RNA polymerase gene that provides 
significant production of protein in BL21 cells. Five to ten ml of 3x1 0 10 plaque 
forming unit (pfu)/ml lambda CE6 stock (made according to provided 
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instructions in Lambda CE6 Induction Kit (Stratagene)) was used to induce 
500 ml cultures for four hours at 37°C with moderate aeration. 
2) Purification of Recombinant Proteins. 

Frozen cells were resuspended to an approximate concentration of 
0.25 g/ml in buffers identical or similar to calcium binding buffer: 50 mM Tris- 
HCL (pH 8.0), 150 mM NaCI, 1 mM magnesium acetate and 2 mM CaCI 2 . 
Cell suspensions were subjected to sonication three times with a Bronsop 
Sonifier 250 at a duty cycle of 80% and an output level of 5 for 45 seconds. 
The suspensions were left on ice to cool between sonication events. The 
lysate was cleared by centrifugation at 26,890 g. 

The cleared lysates were added to a milliliter of calmodulin agarose 
(CAM agarose), equilibrated in buffer. Recombinant protein was bound to the 
CAM agarose (Stratagene) via the CBP tag by incubation with gentle agitation 
at 4°C. After two hours, the reactions were centrifuged at 3000 x g for 5 
minutes to collect the CAM agarose and recombinant protein. The lysate 
supernatant was removed and the CAM agarose was washed at least once 
by resuspending the resin in 50 ml of calcium binding buffer followed by 
collection of the CAM agarose by centrifugation at 3000 x g for 5 minutes, as 
described above. The CAM agarose was transferred to a disposable 15 ml 
column, packed, and then washed with at least 50 ml of the calcium binding 
buffer. Recombinant proteins were eluted from the column by using a buffer 
similar or identical to 50 mM Tris-HCI (pH 8.0), 150 mM NaCI, 2 mM EGTA. 
Similar buffers may include 2mM EGTA and the salt requirement may vary 
from protein to protein. Certain proteins required elution at higher ionic 
strength using a buffer with 1M NaCI. Proteins were evaluated for size and 
purity using Tris-Glycine 4-20% acrylamide gradient gels (Novex) with an 
SDS loading dye (Novex). Gels were stained with silver or Sypro Orange 
(Molecular Probes). 

F. Removal of Intein Sequences from Recombinant RFC P98 

clone. 
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By alignment to eukaryotic RFC sequences, it was observed that the 
RFC P98 clone contained an intein sequence. In Figure 8, the intein 
sequences are marked in parentheses, and correspond to nucleotides 374 to 
2028. Upon post-translational excision of the intein, the predicted size of the 
RFC subunit would decrease from 98 kDa to 38 kDa, and hence this RFC 
subunit is referred to as P38. To improve expression of recombinant P38 
from the RFC P98 clone, the intein was removed by making 5' phosphate 
modified oligonucleotides that primed immediately upstream and downstream 
to the sequence coding for the intein termini (RFC P98 Intein Deletion 
Primers in Table 1). These primers were designed to have their 3' termini 
pointing away from the intein (inverse PCR). By using the RFC 
P98/pCALnEK plasmid as a template, all of the plasmid/insert sequence was 
amplified with the exception of the intein sequence. The PCR product was 
purified with StrataPrep PCR Purification Kit and ligated at room temperature 
for 16 hours prior to transformation, as described in section 1(D). 
2. Protein Analysis Techniques. 

A. Preparation of Antibodies. 

Rabbit sera containing specific IgG was prepared by immunizing 
rabbits with the recombinant accessory factors. CBP-tagged fusion proteins 
were used to immunize 1-2 New Zealand white rabbits using the following 
immunization schedule: each rabbit was injected with 90-200 CBP-tagged 
fusion protein (as obtained from section 1(E)(2) above) in Complete Freund's 
Adjuvant (CFA), each rabbit was given a booster injection of 45-100 jj,g CBP- 
tagged fusion protein in incomplete Freund's adjuvant (IFA)18 days later; 
each rabbit was given a second booster injection of 45-100 peg CBP-tagged 
fusion protein in IFA 39 days later; and serum samples were obtained starting 
45 days later and at various times thereafter. 

B. SDS-PAGE. 

Native and recombinant protein samples were analyzed on 4-20% 
acrylamide/2.6% bis-acrylamide Tris-Glycine gels (NOVEX), stained with 
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either silver stain or Sypro orange (Molecular Probes). Protein concentrations 
were determined relative to a bovine serum albumin (BSA) standard (Pierce), 
using Pierce's Coomassie Blue Protein assay reagent or by comparisons of 
relative staining intensities on SDS-PAGE gels. 

C. Western Blot. 

Protein samples were transferred from SDS-PAGE to nitrocellulose by 
electroblotting using standard techniques. The blots were blocked with 1% 
Blotto/TBS (instant milk in tris buffered saline) for 1 hour at room temperature, 
followed by incubation with immunized rabbit sera which had been diluted 
1:500 or 1:1000 (1 hour). Blots were washed 3 times with TBS containing 
0.01% Tween 20. The blots were then incubated for 0.5-1 hour with alkaline 
phosphatase-conjugated goat anti-rabbit IgG, diluted 1:500 or 1:1000 in TBS- 
0.01% Tween 20. Finally, the blots were washed as before and then 
incubated in color development solution (100 mM Tris-HCI, pH 9.5, 100 mM 
NaCI, 5 mM MgCI 2 , 0.3 mg/ml NBT, and 0.15 mg/ml BCIP) for approximately 
1-10 minutes. The enzyme reaction was stopped and the membrane was 
washed five times with deionized water. 

D. Amino acid sequence analysis. 

Protein samples were electrophoresed and transferred to 
polyvinylidene difluoride (PVDF) membranes (BioRad). Blots were sent to 
Beckman Research Institute-City of Hope (Duarte, CA) for N-terminal amino 
acid sequence analysis. 

3. Isolating DNA encoding Recombinant RFC from a Genomic 
Library (Alternative Method) 

A Pyrococcus furiosus genomic library was plated on XL1-Blue MRF 
E. coli (Stratagene) at a density of approximately 2000 plaques per plate. 
Duralose filters (nitrocellulose on nylon backing) were used to take replicate 
lifts from each plate. While the first filter was on the plate, orientation marks 
were made by stabbing a needle through the filter and into the plate. The 
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orientation marks were marked in pen on the back of the plate before the filter 
was removed. The filter lifts were treated as follows: 

1 .5-2.0 minutes 1 .5 M NaCI, 0.5 M NaOH 

2 minutes 0.5 M Tris (pH 8.0), 1 .5 M NaCI 

30 seconds 2xSSC, 0.2 M Tris (pH 7.5) 

After treatment, the filters were partially dried until they were still damp, but no 
standing water was visible. The DNA was fixed onto the filters by UV 
crosslinking with the Stratalinker (Stratagene) set to the "Autolink" format 
according to the instructions. 

The filters were prehybridized in 15 ml of: 
5x SSC 

40 mM NaPO< pH (6.5) 
5x Denhardt's 
5% Dextran Sulfate 
50% Formamide 

0.1 mg/ml Salmon sperm DNA (Boiled separately and added 
immediately prior to use) 
Prehybridization was carried out at 42° C for approximately 2 hours. 

Probe was generated from a 200 bp PCR product amplified from 
Methanococcus jannaschii genomic DNA using the following primers: 
Oligo # 576: GATGAAAGAGGGATAGAT (SEQ ID NO: ) 
Oligo#577: ATCTCCAGTTAGACAGCT (SEQ ID NO: ) 
These PCR primers were designed to anneal to regions flanking a 200 bp 
sequence of the Methanococcus jannaschii RFC gene that exhibits 52% 
amino acid identity to the RFC gene from human. (See Results Section 2 
below). 

The PCR product was purified from free primers, buffer, and 
nucleotides. Fifty ng of the product was labeled with 32 P-dATP using the 
Stratagene Prime-It II Random Primer Labeling kit. The probe was purified 
from free nucleotides before being boiled for five minutes and added to the 
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prehybridization reaction. The total probe 32 P-label was calculated to be 20 
million counts per minute (cpm). Hybridization was allowed to continue 
overnight at 42° C before the hybridization solution was removed and the 
filters were washed four times with 0.1x SSC, 0.1% SDS at 60° C (very 
stringent conditions). The filters were exposed to X-ray film overnight and 20 
primary isolates with strong signals on both replicate filters were picked. 

Three primary isolates were diluted, plated, and screened again using 
the same method described above. Two filters produced positive lambda 
clones. Bluescript plasmid clones were excised from the lambda clones in 
SOLR cells (Stratagene) according to the manufacturer's instructions. The 
clones had inserts sizes of 8 kb and 1 0 kb. These plasmid clones were cut 
with Hind III, blotted, and probed with the original 200 bp Methanococcus 
jannaschii genomic RFC PCR amplification product discussed above. One 
positive truncated clone was isolated and sequenced from each end of the 
insert. The sequence showed two RFC sequences, specifically, the C- 
terminus of one sequence, and the N-terminus of another. 
4. Production of Accessory Factors from Native Sources 

A. P. furiosus extract. 

Fermentation of P. furiosus DSM 3638 cells was carried out using the 
procedure described in Archaea: A Laboratory Manual, Robb, FT. (editor-in- 
chief), Cold Spring Harbor Press, CSH, NY 1995. The cell paste was 
resuspended in lysis buffer (50 mM Tris-HCI (pH 8.2), 1 mM 
ethylenediaminetetraacetic acid (EDTA), 10 mM beta-mercaptoethanol ( -ME), 
0.5 mM phenylmethylsulfonyl fluoride (PMSF), and 2 mg/ml aprotinin), lysed 
in a French press, and sonicated. The sonicate was centrifuged and the 
supernatant was collected for chromatography. 

B. Column Chromatography. 

The supernatant was chromatographed on a Q-Sepharose Fast Flow 
column (Pharmacia), equilibrated in 50 mM Tris-HCI (pH 8.2), 1 mM EDTA, 
and 10 mM -ME. Flow-through fractions were collected, adjusted to pH 7.5, 
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and then loaded onto an SP Sepharose Big Bead column (Pharmacia), and 
equilibrated in buffer A (50mM Tris-HCI (pH 7.5), 1 mM EDTA, 1 mM 
dithiothreitol (DTT), 10% (v/v) glycerol, 0.1% (v/v) Igepal CA-630, and 0.1% 
(v/v) Tween 20). The column was eluted with a 0-0.25 M KCI gradient/Buffer 
A. Fractions containing DNA polymerase activity were dialyzed, then applied 
to a Heparin Sepharose CL-6B column (Pharmacia), and equilibrated in 
Buffer B (same as buffer A, except pH 8.2). The column was eluted with a 0- 
0.3 M KCI gradient/Buffer B. Fractions exhibiting polymerase enhancing 
activity (nucleotide incorporation) (using the assay described below in Section 
5(B)), or immunocrossreactivity (using the Western Blot described in Section 
2(C) above) were identified. Native PCNA was further purified by excising the 
protein from SDS-PAGE gels. 

C. Immunoaffinity chromatography. 

Immunoaffinity columns were prepared using the ImmunoPure Plus kit 
(Pierce, Cat# 44893), following the manufacturer's method. Two milliliters 
(ml) of serum mixed with 2 mis of kit loading/binding buffer was used to 
prepare each column. Before using the column, the column and buffers were 
allowed to warm to room temperature. 

1) Preparation of extract 

Five hundred milligrams frozen P. furiosus cells were used for each 
column. The cells were lysed in 2 ml lysis buffer (50 mM Tris pH 8.0, 1 mM 
EDTA, and 1 mM DTT), and sonicated twice for 2 minutes on ice. The cells 
were centrifuged at 26,890 g for 15 minutes and the supernatant was 
recovered. The lysate was mixed with an equal volume of binding buffer (10 
mM Tris pH 8.0, 50 mM KCI, 0.1% Tween 80). This lysate was pre-cleared by 
incubation with 4 ml of protein A beads (Pierce cat # 20333) and equilibrated 
with binding buffer. The slurry was incubated at 4° C for 1 hour with 
agitation. The precleared extract was recovered by packing the beads into a 
disposable column and the flow-through was collected. The column was 
washed with 2 ml of binding buffer and the wash was collected and pooled 
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with the flow-through fraction. The final volume of pretreated lysate is about 6 
ml. In some cases, the lysate was then run over a pre-bleed rabbit IgG 
control column to further clean up the lysate. 

2) Immunoaffinity chromatography. 
The column was equilibrated with 15 ml binding buffer (10 mM Tris HCI 
(pH 8.0), 50 mM KCI, 0.1% Tween 80), and then, the 6 mis of pre-cleared 
lysate was applied to the column. The column was washed with 1 0 ml 
binding buffer, followed by 10 ml wash buffer (10 mM Tris pH 8.0, 500 mM 
KCI, 0.1% Tween 80). Specific proteins were eluted with seven 1 ml washes 
of elution buffer (0.1 M glycine, pH 2.8). One ml fractions were collected in 
tubes. To each collection tube, was added 50 1 1M Tris pH 9,5 to raise the pH 
of the eluates as they were collected. After eluting the protein of interest, the 
column was washed with 4 ml of 1M Tris pH 8.0 and then 15 ml of binding 
buffer. 

5. Biochemical Assays 

A. Primer Extension Assay. 

The Pyrococcus furiosus accessory proteins were tested for their ability 
to enhance a nucleic acid polymerase reaction comprising Pfu polymerase 
and primed single-stranded M1 3 DNA. One version of this assay provided 
for detecting extension products under non-denaturing conditions using 
ethidium bromide staining. For this assay, a reaction cocktail was made 
containing: 

5 g/ml single-stranded M13 mp 18(+) strand DNA (Pharmacia cat# 
27-1546-01) 

275 ng/ml 40-mer primer (5' GGT TTT CCC AGT CAC GAC GTT 
GTA AAA CGA CGG CCA GTG C 3') (SEQ ID NO: ) 

200 M eachdNTP 
1X cPfu buffer 

water to 20 I. 
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Single stranded M13 DNA was mixed with primer, buffer, and water. The mix 
was heated to 95° C for 2 minutes and then cooled to room temperature. The 
rest of the reaction components were added. Each 20 1 reaction contained 
0.05 units of cloned Pfu polymerase and varying amounts of PCNA and RFC. 
For assessing RFC enhancement of polymerase reactions, assays contained 
0.025 I of P. furiosus PCNA (about 1 ng), and varying amounts of native P. 
furiosus RFC. The reactions were incubated at 72° C for 15 minutes. Two I 
DNA loading dye (50% glycerol, 1xTBE, .05% bromphenol blue + .05% 
xylene cyanol) was added to each sample and 15 I of sample with dye was 
loaded in each well of a 1% agarose gel (Reliant, FMC cat# 54907) and 
electrophoresed. The gel was stained with ethidium bromide. The double- 
stranded M13 was seen as a brightly staining product that migrated higher 
than a 12 kb marker similar to the position where a double-stranded M13 
DNA control migrates. In this assay, one looks for an increase in the size of 
products synthesized when PCNA, or PCNA combined with RFC, are added 
to Pfu. Ethidium bromide staining is proportional to the amount of double- 
stranded DNA produced from primed single-stranded M13 template. 

A second version of this gel-based assay allows detection of 
radiolabeled extension products under denaturing conditions. The same 
template was used, except that the 40 bp primer was phosphorylated at the 5' 
end with [- 32 P]ATP (>5000Ci/mmole) and T4 polynucleotide kinase. The 
labeled oligo was purified using a NucTrap probe purification column 
(Stratagene) and then annealed with single-stranded M13 at equimolar 
concentrations (100nM). The reaction cocktail comprised: 

9.5g/ml single-stranded M13mp18 (+) strand DNA (Pharmacia) 

52 ng/ml 40-mer primer, as above (SEQ ID NO; ) 

100M each dNTP 

1x cloned Pfu DNA polymerase buffer 
and water to 50I. 
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Single-stranded M13 DNA was mixed with primer, buffer and water. The 
mix was heated to 95 °C for 2 minutes and then cooled to room temperature. 
The rest of the reaction components were added. Each reaction contained 
diluted cloned Pfu DNA polymerase, and varying amounts of PCNA, and 
RFC. Reactions were incubated at 72 °C for varying times ranging from 1-30 
minutes. The reactions were terminated by adding 3.3I of stop dye (95% 
formamide/20mM EDTA/ 0.05% bromophenol blue/0.05% xylene cyanol). 
The reaction mixtures were then subject to polyacrylamide gel electrophoresis 
using 6-8% denaturing gels. The gels were dried and exposed to 
autoradiographic film. The size of the full length extension product was 
determined by carrying out primer extension for 30 minutes with an excess of 
cloned Pfu DNA polymerase. 

B. Stimulation of nucleotide incorporation. 

The accessory factors were also tested for the capability of increasing 
dNTP incorporation by Pfu DNA polymerase or P. furiosus pol II DNA 
polymerase. This assay involves measuring dNTP incorporation into primed 
M13 DNA, by isolating and counting high-molecular-weight DNA bound to 
DE81 filter paper. A reaction cocktail was prepared as follows: 

4 g/ml single-stranded M13mp18 (+) strand DNA (Pharmacia) 
219 ng7ml 40-mer (see Section 5(A) above) (SEQ ID NO: ) 
1X cloned Pfu DNA polymerase buffer (Stratagene) 

300 M each dGTP, dATP, dCTP 
30 M dTTP 

5 M 3 H-TTP (NEN NEG-221H) 
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To 101 of reaction cocktail was added either 0.025 units cloned Pfu 
Polymerase (Stratagene) or 0.05 units R furiosus pol II. The P. furiosus pol II 
sequence was PCR amplified using the DNA sequences as described 
(Uemori et al., Genes to Cells 2:499-512 (1997)), and recombinant CBP- 
DP1/DP2 polymerase was cloned, expressed, and purified as described using 
the procedures outlined above in Section 1. To assay the temperature- 
dependence of PCNA enhancement (data in Figure 42), reactions were 
carried out for 10 minutes in the absence or presence of 100ng PCNA, using 
incubation temperatures ranging from 66-99 °C. 

The extension reactions were quenched on ice, and then 51 aliquots 
were spotted immediately onto DE81 filters (Whatman). Unincorporated 
[ 3 H]TTP was removed by 6 washes with 2xSCC (0.3M NaCI, 30mM sodium 
citrate, pH 7.0), followed by one wash with 100% ethanol. Incorporated 
radioactivity was measured by scintillation counting. 

This assay can be modified to allow improved detection of PCNA by 
reducing dNTP incorporation to background levels through the addition of 200 
mM KCL to the reaction mix. PCNA, alone or in combination with other 
accessory factors can be detected by restoration of Pfu's DNA polymerase 
activity. 

The assay cocktail contains: 

10 g/mlsingle-stranded M13 mp 18 (+) strand DNA (Pharmacia 



1 00 ng/ml 40-mer primer (GGTTTTCCCAGTCACGACGTTGTA 



cat# 27-1546-01) 



AAACGACGGCCAGTGC) (SEQ ID NO: ) 



1X 



cPfu buffer 



200 mM 



KCI 



30 M each 



dATP, dCTP, dGTP 



3M 



dTTP 



5M 



3 H-dTTP (NEN cat# NET-221H) (100 Ci/mL) 
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100 U/ml cloned Pfu polymerase 
Recombinant accessory factors or fractions derived from native P. furiosus 
were assayed for their ability to restore polymerase activity to the above 
cocktail. One I samples were added to 10 I of reaction cocktail, and reactions 
were incubated at 72° C for 30 minutes. The reaction mixtures were spotted 
onto DE81 filter papers, which were then washed and counted as described 
above. 

C. ATPase assay. 

One I of RFC or helicase preparations, obtained as described in 
Example 1E above, were incubated with 1 I of 4.5 M ATP and 1 Ci of gamma 
labeled 33 P-ATP ( 33 P-dATP) in 10mM Tris HCI (pH 8.3), 3.5 mM MgCI 2 , and 
75 mM KCI. The samples were incubated at 72° C for 20 minutes, then 
spotted on PEI cellulose F (EM Science). After drying, the PEI cellulose was 
placed in a shallow reservoir of 0.4 M NaH 2 P0 4 pH 3.5 for thin layer 
chromatography (TLC). The liquid front was allowed to migrate 4-5 cm before 
being removed from the liquid and dried. The samples were exposed to X-ray 
film for one hour. The samples were determined to contain ATPase activity 
when the samples were observed to contain radioactivity migrating with the 
liquid front. The positive control (porcine ATPase) converts ^P-dATP to 
dADP + 33 P- P. The 33 P- P product migrates with the liquid front under these 
TLC conditions, while the 33 P-dATP substrate remains near the origin. In 
some cases, product was quantified by excising the product spots from the 
PEI plate and then counting in a scintillation counter. 

0. Gel shift assay. 

A 38 base oligo (5' GGTTTTCCCAGTCACGACGTTGTAAAACGACGG 
CCAGT 3') (SEQ ID NO: ) was incubated with RFA samples at 95 2 C for 10 
minutes, followed by 72 S C for 2 minutes, prior to loading on a 4-20% 
acrylamide gradient gel (Novex) in 1x TBE buffer. Bands were visualized by 
SYBER green staining (Molecular Probes) and UV illumination. DNA binding 
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activity is monitored by looking for a retardation in the migration of the oligo 
(higher band) in the presence of RFA. Single-strand DNA binding activity is 
verified by showing a shift in band position using a single-stranded oligo but 
no shift using a double-stranded DNA duplex. See Figure 18. 

Pfu RFA was observed to contain a 4-cysteine-type zinc finger motif 
(X 3 CX 2 ^CX 12 . 15 CX 2 C; H is an acceptable substitute for C). While this motif 
seems unimportant for DNA binding in eukaryotic RFA, a recent publication 
reveals that oxidation of the cysteine residues causes significant 
diminishment of single-stranded DNA binding (Park et al., J. Biol. Chem. 
274:29075-80 (1999)). Since the RFA-CBP, obtained in section 1.E.2 above, 
was purified in the absence of reducing agents we reconstituted the zinc 
finger motif under reducing conditions. One microliter of 100 mM DTT, 10 mM 
ZnCI 2 was added to 10 L purified RFA-CBP protein in 50 mM Tris, pH 8.0, 125 
mM NaCI. This mixture was heated at 74°C for 10 minutes to generate 
reconstituted RFA. 

A gel shift assay was performed as follows. One or five L of the 
reconstituted RFA was mixed with nine L of a solution containing 5.5ng/jil of 
the single-stranded DNA oligomer 

GAGAGAATTCATAATGATAAGGAGGAAAAAATTATGATCCTGGACGATGA 
CTACATCACC (SEQ ID NO: ) in 10 mM Tris, pH 8.0 with or without 0.1 mM 
EDTA. The samples were incubated at room temperature for 5 minutes then 
mixed with 3jxl of 6x loading dye and loaded on a 4-20% gradient acrylamide 
gel. When the bromophenol blue dye had migrated to 2/3rds of the gel 
length, the gel was stained in SYBR green dye (Molecular Probes, Eugene, 
OR) and examined under UV light. 

As seen in Figure 54, the reconstituted RFA caused the electrophoretic 
mobility of the single-stranded oligonucleotide to decrease, indicating that the 
reconstituted RFA bound to the oligomer. Lane 1 shows the electrophoretic 
migration of the oligomer in water (negative control). Lane 2 shows the 
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migration of the oligomer in the presence of 1 g E. coli SSB (positive control). 
Lanes 3 and 4 show the migration rate of the oligomer in the presence of 1 g 
(lane 3) or 5 g (lane 4) Pfu RFA-CBP protein. Thus, under these conditions, 
the reconstituted Pfu RFA-CBP was approximately as effective in binding to 
the oligomer's migration as the control E. coli SSB protein (note that E. coli 
SSB appears to quench some of the SYBR green signal intensity, cp. lanes 2 
and 3). 

E. Helicase assay. 

Radioactively labeled oligonucleotides with a 3' overhang or a 5' 
overhang were annealed to M13mp18 DNA (Pharmacia). The reactions were 
incubated with 0.5 I of putative P. furiosus helicases in 50 mM Tris HCI, pH 
8.5, 25mM KCI, and 5 mM ATP for 30 minutes at 55 2 C. The positive control 
was generated by thermally melting the annealed oligo prior to loading. The 
samples were run on 4-20% gradient acrylamide gels in 1x TBE. The gels 
were dried and exposed to X-ray film. Samples with helicase activity will 
displace the annealed radiolabeled oligo from single-stranded M13 DNA. The 
helicase-displaced oligo will migrate in a gel with the same mobility as oligos 
melted off M13 DNA with heat (free oligo). In samples lacking helicase 
activity, the oligo will still be bound to M13 and will migrate at a different 
position, similar to the "template only" controls. 
6. PCR Reactions. 

PCR reactions were carried out under standard conditions. In general, 
amplification reactions (50 I) contained 200-500 M each dNTP, 1x PCR 
buffer, 50-250 ng of human genomic DNA template (or 100-200 ng 
Stratagene's Big Blue transgenic mouse genomic DNA for the 0.5 kb target), 
100 ng of each primer, and 2.5-5U of TaqPlus® Long DNA polymerase blend, 
PfuTurbo DNA polymerase, or Taq2000 DNA (Stratagene) polymerase. 
TaqPlus® Long PCRs were carried out in 1x buffer including: 50 mM Tricine 
pH 9.0, 8 mM ammonium sulfate, 0.1% Tween-20, 2.3 mM MgCI 2 , and 75 
g/ml BSA. PCRs using PfuTurbo or Taq2000 DNA polymerase were carried 
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out with the PCR buffers provided with the enzymes (Stratagene). 
Amplifications of targets >17kb with PfuTurbo DNA polymerase employed 
1 .5x reaction buffer and SOOjiM each dNTP (Borns, M. et al M Strategies 
Newsletter 13:27-30, 2000). The sequences of the PCR primers used to 
amplify the 17kb p-globin target are shown below. Reactions were cycled in 
200 I thin-walled tubes using any of the following temperature cyclers: 
Stratagene RoboCycler® 96 temperature cycler fitted with a hot top assembly, 
Perkin Elmer GeneAmp PCR System 9600, or MJ Research PTC-200 Peltier 
thermocycler. 

The PCR primer sequences were: 
17 kb -globin 

forward primer: 5'- CACAAGGGCTACTGGTTGCCGATT (SEQ ID NO: ) 
reverse primer: 5'- CAGGGCATTGACAGCAGTCTTCTCCTCAGG (SEQ ID 
NO: ) 

23 kb -globin 

Forward primer: 5'-CACAAGGGCTACTGGTTGCCGATT (SEQ ID NO: ) 
Reverse primer: S'-AGCTTCCCAACGTGATCGCCT (SEQ ID NO: ) 
30 kb -globin 

Forward primer: 5-CTCAGATATGGCCAAAGATCTATACACACC (SEQ ID 
NO: ) 

Reverse primer: 5 f -AGCTTCCCAACGTGATCGCCTT (SEQ ID NO: ) 

2.1 kb Alpha 1 Anti-Trypsin 

Forward primer: 5-GAGGAGAGCAGGAAAGGTGGAAC (SEQ ID NO: ) 
Reverse primer: 5-GAAAATAGGAGCTCAGCTGCAG (SEQ ID NO: ) 

5.2 kb Alpha 1 Anti-Trypsin 

Forward primer: 5'-GAGGAGAGCAGGAAAGGTGGAAC (SEQ ID NO: ) 
Reverse primer: S'-GCTGGGAGAAGACTTCACTGG (SEQ ID NO: ) 
0.5kb /lad (transgenic mouse genomic DNA) 
lambda primer: 5'-GACAGTCACTCCGGCCCG (SEQ ID NO: ) 
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lacZ primer: 5'-CGACGACTCGTGGAGCCC (SEQ ID NO: ) 

The following temperature cycling conditions were used for the 23 and 
30kb -globin targets: 92°C for 2 min. (1 cycle); 92°C for 10 sec, 65°C for 30 
sec, 68°C for 25 min. (10 cycles); 92°C for 10 sec, 65°C for 30 sec, 68°C for 
25 min. (with a increase of 10 sec. added progressively to the extension time 
with each cycle)(20 cycles). The 2. 1 and 5.2 kb targets were amplified as 
follows: 95°C for 1 min. (1 cycle); 95°C for 1 min., 58°C for 1 min., 72°C for 2 
min. (for 2 kb target) or 5 min. (for the 5.2 kb target) (30 cycles); 72°C for 10 
min. (1 cycle). The 0.5 kb target was amplified as follows: 94°C for 1 min. 
(1 cycle); 94°C for 1 min., 54°C for 2 min., 72°C for 1.5 min. (30 cycles); 72°C 
for 10 min. (1 cycle). 
Results 
1. PCNA. 

P. furiosus PCNA was first identified in column fractions produced 
during fractionating native P. furiosus extracts. PCNA was co-purified with 
Pfu DNA polymerase during the Q and SP column procedures discussed 
above. Peak PCNA activity could be resolved from peak DNA polymerase 
activity using the heparin sepharose column, but all PCNA-containing 
fractions were contaminated with DNA polymerase activity. 

To isolate native PCNA, fractions that could restore DNA polymerase 
activity to salt-inactivated Pfu DNA polymerase were studied. Such 
"restoration" activity was detected in column fractions eluting off the Heparin 
sepharose (Figure 1). An active column fraction was then subject to SDS- 
PAGE and gel slices were excised and extracted to remove proteins. DNA 
polymerase activity was found in a gel slice recovered from a position in the 
gel corresponding to the migration of proteins between 64-98 kDa. In 
contrast, PCNA activity was recovered from a gel slice that was located at a 
position lying between the 30 and 36 kDa protein markers (Figure 2). A 
protein band, migrating at 35 kDa, was visible on SDS-PAGE gels. This 
protein was transferred to a PVDF membrane (Bio Rad, Hercules, CA) and 
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sent for amino-terminal sequencing. The N-terminal sequence of the 35 kDa 
protein was: PFEIVFEGAKEFAQLIDTASKL(H/I)DEAAFKVTEDG-MR (SEQ 
ID NOs: ) (where (H/l) means either amino acid could be present, and - 
means that any amino acid could be present). A BLAST search of DNA 
sequence databases identified the 35 kDa protein as exhibiting significant 
homology to known eukaryotic PCNA sequences. 

The sequence encoding P. furiosus PCNA was cloned in the pCALnEK 
vector using the PCNA PCR primers shown in Table 1. The primers were 
designed using the DNA sequence for PCNA identified in the Pyrococcus 
horekoshi genome sequence database. Pyrococcus horekoshi is closely 
related to Pyrococcus furiosus. The translated N-terminus of the putative 
Pyrococcus horekoshi PCNA matches the chemically determined N-terminal 
sequence of native Pyrococcus furiosus PCNA. The DNA sequence of the 
pCALnEK clone encoding Pyrococcus furiosus PCNA is shown in Figure 3, 
and its predicted amino acid sequence is shown in Figure 4. The predicted . 
molecular weight of P. furiosus PCNA is 28 kDa although the apparent 
molecular weights of EK-digested recombinant PCNA and native PCNA are 
38 and 35 kDa, respectively. 

In addition to stimulating nucleotide incorporation by salt-inactivated Pfu 
DNA polymerase, both native and recombinant Pyrococcus furiosus PCNA 
preparations were shown to significantly increase the processivity of Pfu. 
When PCNA is added to primer extension reactions comprising a 5' 
radiolabeled primer annealed to single stranded M13 template, the majority 
of the products generated at early time points are full-length and fewer short 
truncated products accumulated (Figure 5). These results indicate that PCNA 
has significantly enhanced this nucleic acid polymerase reaction by 
increasing the processivity of Pfu polymerase (number of bases added per 
polymerase/DNA binding event), and increasing the overall rate of nucleotide 
incorporation (nucleotides incorporated per unit time). 
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The effects of PCNA on P. furiosus pol II DNA polymerase were also 
tested. PCNA was shown to stimulate dNTP incorporation by both Pfu 
polymerase and P furiosus pol II DNA polymerases. Interestingly, the 
addition of PCNA altered the optimal reaction temperature for both DNA 
polymerases. Because DNA duplexes are unstable at elevated temperatures, 
performing nucleic acid polymerase reactions at temperatures approaching 
the optimal growth temperatures of hyperthermophilic archaea (>100°C) has 
been difficult. For the M13/40-mer duplex shown in Figure 42, reaction 
temperatures above 75°C produce template instability, consistent with the 
drop in activity for both polymerases between 72 and 80°C. However, in the 
presence of PCNA, the primer/M13 duplex appears to be stabilized at 
temperatures > 72 °C, leading to even higher primer extension activity by both 
Pfu (pol I) and P. furiosus pol II DNA polymerases. Thus, the M13/oligo 
duplex remains annealed at temperatures greater than about 80°C. 

These data indicate that the addition of PCNA can have other benefits 
besides enhancing the polymerization rate and processivity of Pfu (pol I) and 
P. furiosus pol II DNA polymerases. The use of PCNA should allow the use 
of these hyperthermophilic enzymes at higher temperatures than has been 
achieved to date, thereby enhancing certain nucleic acid polymerase 
reactions. PCR amplification, DNA sequencing, and isothermal amplification 
reactions employ extension temperatures of < 72°C to ensure stability of the 
primer/template duplex. However, this temperature is well below the 
expected temperature optimum of DNA polymerases from hyperthermophilic 
archaea like P. furiosus. It may be possible to use elevated extension 
temperatures during these polymerization reactions (e.g., >80°C), which 
would have the benefits of increasing polymerase activity (by operating closer 
to optimum reaction temperature) and reducing interference from secondary 
structure in DNA templates. 

In addition, the apparent stabilization of primer/M13 DNA duplexes by 
PCNA may have utility in improving applications that require high stability of 
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nucleic acid duplexes. For example, PCNA may enhance the specificity of 
probe hybridization reactions by allowing the use of more stringent annealing 
temperatures or reaction conditions (lower ionic strength). 

The effect of adding PCNA without other accessory factors to PCR 
amplification reactions has been tested. In the absence of other accessory 
factors, relatively high concentrations of PCNA (100 ng-1 ug) can inhibit 
product synthesis by Pfu DNA polymerase. Lower concentrations of PCNA 
are tolerated in PCR amplification reactions (<100 ng). PCNA is functional 
and beneficial to PCR amplification reactions (Figures 6 and 7). PCNA can 
dramatically increase the yield of products amplified with DNA polymerase 
blends including Taq, Pfu, and P. furiosus dUTPase (PEF). In the blends that 
have been tested, Taq is present at 2.5-5U and Pfu is present at 0.156- 
0.3125 U. The dUTPase may be in the form of native PEF or recombinant 
dUTPase (P45) (See WO 98/42860; U.S. Patent Application Serial No. 
08/957,709) and present at 1-10 ng per reaction. PCNA enhances the 
processivity of the minor proofreading component in the DNA polymerase 
blend, while dUTPase is preventing dUTP incorporation (and subsequent Pfu 
inhibition). Thus nucleic acid polymerase reactions comprising Pfu 
polymerase are enhanced. The dUTPase activity is discussed in International 
Patent Application WO98/42860 and U.S. Patent Application Serial No. 
08/957,709, which are expressly incorporated by reference in their entirety for 
any purpose. Therefore, optimal concentrations of PCNA should enhance 
nucleic acid polymerase reactions comprising archaeal DNA polymerases 
(such as Pfu, P. furiosus pol II), either alone, in combination, or blended with 
other non-proofreading DNA polymerases of eubacterial or archaeal origin, 
such as blends of Pfu and Taq (See U.S. Patent No. 5,556,772, U.S. Patent 
Application Serial No. 08/529,767, filed September 18, 1995, and U.S. Patent 
Application Serial No. 09/414,295, filed October 6, 1999. In addition, PCNA 
activity can be improved by the further addition of other accessory factors 
including P. furiosus RFC, RFA, MCM, CDC6, FEN-1, and helicase. 
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2. RFC. 

Before this invention, the inventors were not aware of the availability of 
an archaeal genome sequence other than the sequence of Methanococcus 
jannaschii. The genome sequence of Methanococcus jannaschii contained 
open reading frames (ORFs), which exhibited significant DNA sequence 
homology to DNA replication proteins from eukaryotes, including one Family 
B DNA polymerase, two RFC subunits, and PCNA (Bult et al., 1996 
(Reference No. 6)). In eukaryotes, the RFC complex is composed of five 
distinct subunits (one large subunit and 4 small subunits that are associated 
with ATPase activity) and is stimulated by PCNA. However, only two genes 
were identified in Methanococcus jannaschii as exhibiting homology to RFC . 
subunits: one sequence was identified as a putative homolog of the large 
RFC subunit and a second sequence was identified as a putative homolog of 
one of the small subunits. Initially, PCR primers were based upon the DNA 
sequences of the putative Methanococcus jannaschii rfc genes. However, 
these primers did not amplify a PCR product from P. furiosus genomic DNA, 
presumably because of the divergence in DNA sequence between 
Methanococcus jannaschii and Pyrococcus furiosus. 

The inventors used an alternative approach to clone P. furiosus RFC 
subunits. Amino acid sequence alignments between Methanococcus 
jannaschii and human RFC identified a 67-amino acid region with 52% 
identity. A portion of RFC was likely to be highly conserved among archaea, 
since it was relatively conserved between more distantly related organisms, 
i.e., humans and archaea. 

A 200 bp sequence encompassing the region encoding the homologous 
67-amino acid region was amplified from Methanococcus jannaschii genomic 
DNA using the following primers: 5' GATGAAAGAGGGATAGAT (SEQ ID NO: 
) and 5' ATCTCCAGTTAGACAGCT (SEQ ID NO: ). The Methanococcus 
jannaschii sequence was used to probe a P. furiosus genomic DNA library. 
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One positive genomic clone was recovered which contained the 
sequences encoding both the large and small subunits in tandem. The DNA 
sequence of the genomic clone is shown is Figure 8 and the predicted amino 
acid sequence is shown in Figure 9. The genomic sequences of P38 and 
P55 are bracketed. The nucleotide sequence of P38 is nucleotides 197 to 
2835 (the intein sequence is nucleotide 374 to 2028). The nucleotide 
sequence of P55 is nucleotides 2839 to 4281 . Examination of the DNA 
sequence encoding the small P. furiosus RFC subunit (P98) revealed the 
presence of an intein. An intein had also been identified in the gene encoding 
the putative Methanococcus jannaschii small RFC subunit (Bult ef a/, 1996). 

Expression constructs were prepared by subcloning the sequences 
encoding the large and small subunits into the pCALnEK vector. To facilitate 
expression, the intein was removed from the small RFC subunit clone by 
amplification with primers designed to anneal to the 5' and 3* regions flanking 
the intein sequence and to prime in a direction opposite to the intein. The 
predicted amino acid sequences of the large RFC subunit and the small 
"intein-less" RFC subunit are shown in Figures 10 and 11. 

Antibodies were raised in rabbits against the P55 and P38 subunits. 
The native RFC complex was purified from P furiosus extracts by 
immunoaffinity chromatography using either immobilized anti-P55 or anti-P38 
IgG. Western blot analysis of immunoaffinity-purified RFC complex shows the 
presence of both subunits regardless of the capture antibody (Figure 12), 
indicating that P38 and P55 form a complex in P furiosus as do the large and 
small RFC subunits in eukaryotes. The protein composition of one native 
RFC preparation is shown in Figure 13. In addition to P55 and P38, other 
unidentified protein bands are present. 

The ATPase activity of the RFC preparations was tested as shown in 
Figure 14. The RFC subunits were determined to possess ATPase activity. 
That is, they convert ATP to ADP and phosphate. The RFC complex in 
eukaryotes is known to load the PCNA "sliding clamp" onto DNA in a process 
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that typically requires the conversion of ATP to ADP and phosphate. 
Recombinant P55 and P38 exhibited ATPase activity when assayed 
separately. A mixture of P55 and P38 subunits was also found to exhibit 
ATPase activity that increased in the presence of PCNA, but not in the 
presence of primed M13 DNA. In contrast, native RFC purified by 
immunoaffinity chromatography exhibited ATPase activity which was further 
stimulated by both PCNA and DNA. As the eukaryotic RFC complex is 
stimulated by both PCNA and DNA, it appears that the native RFC 
preparation is fully functional, while the mixture of recombinant P55 and P38 
may be only partially active. 

This conclusion was supported by primer extension studies in which an 
immunopurified native RFC preparation from P. furiosus was shown to 
enhance the yield of full-length products synthesized in a reaction comprising 
Pfu DNA polymerase and PCNA (Figure 15). In contrast, a mixture of 
recombinant P55 and P38 with similar ATPase activity showed less 
enhancement of primer extension by Pfu + PCNA. It is presently unknown . 
whether the difference in activity between native and recombinant RFC is due 
to differences in the P55:P38 ratios or protein modification, or to the absence 
of additional proteins present in the native RFC preparations. One skilled in 
the art could readily determine a solution by attempting different ratios of P55 
to P38 or different reaction conditions, or by adding additional protein factors 
such as the ones present in a native RFC preparation. Since the two RFC 
genes are adjacent in the Pfu genome, it may be necessary to co-express the 
cloned proteins to promote assembly of a fully functional RFC complex. 
Additionally, the presence of the CBP affinity tag could cause abnormal 
protein folding which would not spontaneously revert to the native structure 
when the tag is removed. The skilled artisan would appreciate that neither of 
these approaches would require undue experimentation and/or methodology 
other than as provided herein. 
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3. RFA. 

The large subunit of eukaryotic RFA was used to search the archaeal 
protein databases with PSI-BLAST. Hits to archaeal sequences were 
examined. The inventors aligned corresponding sequences to identify the 
putative start and stop codons of the RFA sequence in the incomplete P 
furiosus genome sequence. The P furiosus rfa sequence was PCR amplified 
and cloned into the pCALnEK vector. The DNA sequence and predicted* 
amino acid sequences are shown in Figures 16 and 17. The apparent 
molecular weight of the expressed fully denatured protein was consistent with 
the size expected from the predicted amino acid sequence (41 kDa). 

To assess function, P. furiosus RFA was tested for single-stranded 
DNA binding activity in a gel shift assay (Figure 18). When RFA was 
incubated with a 38 base oligonucleotide, the migration of a percentage of the 
DNA was reduced, indicating that RFA does exhibit single-stranded DNA 
binding activity. In comparison, £ coli SSB was found to completely retard 
the oligo. The weaker single stranded DNA binding activity exhibited by P. 
furiosus RFA may be explained by use of insufficient protein, the presence of 
the CBP tag, or the use of suboptimal reaction conditions. The solutions used 
in the purification of CBP-RFA contained no reducing agents which may have 
caused reversible protein denaturation. Oxidation of the zinc-finger domain of 
eukaryotic RFA has been shown to reduce single-strand DNA binding 
capacity. (Park et al.) As shown in figure 54, when the Pfu CBP-RFA was 
reconstituted with reducing agent and ZnCI 2 , the gel shift is similar to that of 
E. coli SSB. 

The degree of migration of the oligo is related to the mass of the 
protein-DNA complex and the formation of protein multimers. £ coli SSB is 
known to form tetramers, but it is presently unknown whether P furiosus RFA 
also forms multimers. 

The addition of P furiosus RFA to amplifications carried out with Pfu 
and Taq DNA polymerases was shown to increase amplification specificity 
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(Figures 19 and 21) and PGR product yield (Figures 20 and 21). The 
conditions were as described in Section 6 above. In Figure 21, P. furiosus 
RFA produced effects which were similar to those generated by E. coli single- 
stranded DNA binding protein (SSB; Stratagene's Perfect Match), including 
increased yield and amplification specificity and retardation of DNA migration 
at excess concentrations (5 1). No evaluation of the relative performances of 
P. furiosus RFA and E. coli single-stranded DNA binding protein in PGR has 
been made; however, the increased thermostability of RFA should provide an 
additional benefit in temperature cycling. 
4. Helicase. 

Cells contain multiple helicases with specialized roles in a number of 
processes including replication, DNA repair, recombination, transcription, and 
translation. Known helicases have been classified into five families based 
upon sequence homology. Mechanistically, there are 2 classes of helicases 
depending upon whether unwinding requires a 3 ' overhang (3'-5* polarity) or 
a 5' overhang (5 -3' polarity), which is characteristic of helicases functioning in 
DNA replication. Archaeal replicative helicases were identified by identifying 
those ORFs in archaeal genomes that exhibited homology to known 
eukaryotic helicases, regardless of specific metabolic role. No putative 
helicase sequences were excluded because helicase function between 
archaea and eukaryotes may be different. Moreover, the eukaryotic 
replicative helicase has not been conclusively identified. Using eukaryotic 
helicases, a PSI-BLAST search in the archaeal protein databases was 
conducted. 

Eight putative helicases meeting the criteria were selected for analysis. 
The incomplete P. furiosus genome sequence was examined to identify the 
putative start and stop codons of these sequences and to design PCR 
primers for cloning. The DNA sequences are shown in Figures 22-28, and 
40, respectively; the predicted amino acid sequences are shown in Figures 
29-35, and 41 , respectively. The apparent molecular weights of the 
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expressed proteins were consistent with the sizes expected from the 
translated DNA sequence (see figure description of Figures 29-35). Future 
corrections in the incomplete P. furiosus genome sequence may define 
alternative start and stop sites. 

Helicases act to displace the complimentary strand of DNA or RNA to 
uncover template for DNA polymerases, RNA polymerases, accessory 
factors, and repair factors. Helicases melt the complimentary strand in a 
process coupled to hydrolysis of ribo- or deoxyribonucleotides. Most 
helicases displace either a 5' overhang or a 3' overhang, but some helicases 
displace both templates or utilize different templates under different reaction 
conditions. Typically, a helicase will utilize one or more nucleotide 
triphosphates preferentially. To assess the function of the identified eight 
helicases, recombinant helicases were tested for ATPase activity. The 
ribonucleotide ATP was used, although other ribo- or deoxyribonucleotides 
may serve as the preferred substrate. The resulting recombinant proteins 
were incubated with ATP, and phosphate was detected after separation by 
TLC. The results in Figures 36 and 37 demonstrate that all eight recombinant 
helicases exhibit ATPase activity. 

Eight recombinant helicases were tested for helicase activity. The 
templates used included labeled oligonucleotides annealed to single-stranded 
M13mp18 DNA. The oligos had either 5' or 3' non-complementary ends. As 
shown in Figure 38, helicase 2 was able to displace oligos from both 
templates. This helicase also melted a template which had non- 
complementary 5' and 3' ends (data not shown). Such a forked template 
mimics the "bubble" formed by the replication fork. In addition, helicase 7 
displaced the oligo with a free 3' end (Figure 38). The lack of detectable oligo 
displacement does not necessarily mean that the rest of the enzymes are not 
helicases. For example, helicase activity may not be detected due to the use 
of suboptimal buffers or reaction conditions, the presence of the N-terminal 
CBP tag, or the use of insufficient amounts of recombinant protein. 
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Preliminary experiments demonstrated that the addition of diluted 
preparations of helicase 2 or helicase dna2 to PCR reactions comprising Pfu 
DNA polymerase can lead to increased PCR product yield. 
5. MCM and CDC6 

Nucleotide sequences corresponding to the P. furiosus MCM coding 
region are shown in Figure 45 (intein present) and Figure 55 (intein 
sequences removed). The predicted amino acid sequences are shown in 
Figures 46 (intein present) and 47 (intein removed). The apparent molecular 
weight of recombinant P. furiosus MCM as determined by SDS-PAGE was 
82kD, consistent with the expected migration for MCM-CBP (calculated 
molecular weight: 76.8kD P. furiosus MCM + 4kD CBP tag). The MCM interin 
was removed as described in Example 1F, above, except that the mem intein 
removal primers, shown in Table 1 were used. 

The nucleotide and predicted amino acid sequences of P. furiosus 
CDC6 are shown in Figures 48 and 49, respectively. The apparent molecular 
weight of recombinant P. furiosus CDC6 as determined by SDS-PAGE was 
53kD, consistent with the expected migration for CBP-CDC6 (calculated 
molecular weight: 48.2kD P. furiosus CDC6 + 4kD CBP tag). Other higher 
molecular weight bands were also evident by SDS-PAGE, suggesting CDC6 
proteins also produce multimers. 

The P. furiosus MCM was found to increase yields of PCR products 
amplified with TaqPlus Long DNA polymerase, a Taq plus Pfu DNA 
polymerase blend (Stratagene), according to Method 6 (PCR Reactions), 
above . As shown in Figure 53, MCM alone significantly improved yields of a 
23kb genomic target over a >1 0-fold range of protein concentrations (Figure 
53, left panel). CDC6 alone, in contrast, increased product yields only 
slightly. However, the combination of CDC6 and MCM produced significantly 
higher product yields than could be achieved by either factor alone (Figure 
53, right panel). These observations were unexpected in light of the reported 
inhibitory effects of Mth CDC6/ORC homologs on the helicase activity of Mth 
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MCM (Kelman et al., Proc. Natl. Acad. ScL 96:14783-88 (1999)). It is 
possible that P furiosus MCM and/or CDC6 homologs improve amplification 
reactions through mechanisms other than helicase activity and helicase 
loading, respectively. For example, the DNA binding activities of MCM and/or 
CDC6 proteins may contribute to improved DNA synthesis by stabilizing 
ssDNA templates and thereby reducing structural impediments that may 
impede translocation of Pfu DNA polymerase. 

Additional studies have shown that MCM and CDC6 also enhance 
yields of products amplified with Pfufurbo DNA polymerase (data not shown). 
Yield improvements appear to be most dramatic in amplifications of longer 
targets (>5kb). The experimental conditions for PfuTurbo amplification are as 
described above in Method 6 (PCR Reactions). While little enhancement of 
PfuTurbo amplification of 2.1 or 5.2 kb targets is apparent when MCM and 
CDC6 are added, there is marked enhancement when longer targets, such as 
the 17 kb -globin target, are amplified in the presence of Pfu MCM alone or in 
combination with CDC6. 
6. FEN-1 

A. PCR. 

Recombinant P furiosus FEN-1 was added to PCR amplification 
reactions carried out as described above, except that amplifications of targets 
>17kb with PfuTurbo DNA polymerase employed 1.5x reaction buffer and 
500nM each dNTP (Borns, M. et al., Strategies Newsletter 13:27-30, 2000). 
The sequences of the PCR primers used to amplify the 17kb p-globin target 
were as follows: 
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forward primer: 5'- CACAAGGGCTACTGGTTGCCGATT (SEQ ID NO: ) 
reverse primer: 5'- CAGGGCATTGACAGCAGTCTTCTCCTCAGG(SEQ ID NO: 
). 

B, Enhancement of PGR. 

The benefits of FEN-1 are particularly evident in amplifications of 
longer genomic targets. As shown in Figure 50, a 23kb target was amplified 
from genomic DNA using TaqPlus Long DNA polymerase, as described in 
Method 6 (PCR Reactions) above. Product yields increased with FEN-1 
alone, and were further increased when PCNA and FEN-1 were added in 
combination. The final concentrations of PCNA and FEN-1 present in each 
reaction mixture are indicated in Figure 50. 

Stimulation is achieved with relatively low concentrations of FEN-1 and 
PCNA, while relatively high concentrations can lead to inhibition. For 
example, in Figure 50 amplifications were completely inhibited when 4.8nM 
PCNA was employed, and reduced enhancement was noted when >1 .2nM 
FEN-1 was used. 

FEN-1 stimulation of PCNA activity was also observed using PfuTurbo 
DNA polymerase and a 17kb genomic -globin DNA target (Figure 51) using 
the method described in Method 6 (PCR Reactions) above. A 17kb target 
was amplified from human genomic DNA with PfuTurbo DNA polymerase in 
the absence (0) of PCNA and FEN-1, the presence of PCNA alone (11 fg/ 1 
PCNA (131 pM PCNA)), or the presence of PCNA and FEN-1 (11 fg/ 1 PCNA 
(131 pM PCNA) and 30 fg/ 1 FEN-1 (774 pM FEN-1). Amplifications were 
carried out in the absence (0) or presence of varying concentrations of a 
thermostable topoisomerase (ThermoFidelase; Chemicon). For the 
topoisomerase, 1ul of the dilution indicated at the top of the gel was added 
per 50ul PCR reaction. 

The topoisomerase was inhibitory, but the stimulatory effect of PCNA 
and FEN-1 allowed partial reversion of inhibition. PCNA alone increased 
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yield, and further increases were noted with the addition of FEN-1 , as shown 
in Figure 51. 

A 1 7kb target was also amplified from human genomic DNA with 
PfuTurbo DNA polymerase in the absence (0) or presence of PCNA and 
varying concentrations of FEN-1 (Figure 52). FEN-1 provides a slight 
increase in yield, and the addition of PCNA further increases product yield. In 
this example, FEN-1 concentrations above 0.1 nM were less effective than 
concentrations of 0.01 -0.1 nM. 

All documents mentioned in this application, including but not limited to, 
articles, books, reviews, patents and patent applications, are hereby 
incorporated by reference into this specification in their entirety for any 
purpose. 
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Claims 

1. A composition for enhancing nucleic acid polymerase reactions 
comprising an archaeal MCM and at least one archaeal polypeptide selected 
from the group consisting of: PCNA, RFC-P38, RFC-P55, RFA, CDC6, FEN- 

1. dUTPase, ligase, helicase dna2, helicase 2, helicase 3, helicase 4, 
helicase 5, helicase 6, helicase 7, and helicase 8. 

2. The composition of claim 1 , wherein the archaeal MCM is from or 
homologous to MCM found in Pyrococcus furiosus. 

3. The composition of claim 1, wherein the archaeal MCM is from or 
homologous to MCM found in Pyrococcus species or Thermoccocus species. 

4. The composition of claim 1, wherein the at least one archaeal 
polypeptide is PCNA. 

5. The composition of claim 1, wherein the at least one archaeal 
polypeptide is RFC-P38. 

6. The composition of claim 1 , wherein the at least one archaeal 
polypeptide is RFC-P55. 

7. The composition of claim 1, wherein the at least one archaeal 
polypeptide is RFA. 

8. The composition of claim 1 , wherein the at least one archaeal 
polypeptide is helicase 2. 

9. The composition of claim 1 / wherein the at least one archaeal 
polypeptide is helicase 3. 

10. The composition of claim 1, wherein the at least one archaeal 
polypeptide is helicase 4. 

1 1 . The composition of claim 1 , wherein the at least one archaeal 
polypeptide is helicase 5. 

12. The composition of claim 1 , wherein the at least one archaeal 
polypeptide is helicase 6. 

13. The composition of claim 1 , wherein the at least one archaeal 
polypeptide is helicase 7. 
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14. The composition of claim 1 , wherein the at least one archaeal 
polypeptide is helicase 8. 

15. The composition of claim 1 , wherein the at least one archaeal 
polypeptide is helicase dna2. 

16. The composition of claim 1, wherein the at least one archaeal 
polypeptide is CDC6. 

17. The composition of claim 1 , wherein the at least one archaeal 
polypeptide is FEN-1 . 

1 8. The composition of claim 1 , wherein the at least one archaeal 
polypeptide is ligase. 

19. The composition of claim 1 , wherein the at least one archaeal 
polypeptide is dUTPase. 

20. The composition of claim 1 , further comprising a polymerase. 

21 . The composition of claim 20, wherein the polymerase is a thermostable 
polymerase. 

22. The composition of claim 21 , wherein the polymerase is Pfu 
polymerase. 

23. The composition of claim 21 , wherein the polymerase is P. furiosus pol 
II. 

24. The composition of claim 20, further comprising a second polymerase. 

25. The composition of claim 24, wherein the second polymerase is a 
thermostable polymerase. 

26. he composition of claim 25, wherein the second polymerase lacks 3' to 
5' exonuclease activity. 

27. The composition of claim 26, wherein the second polymerase is Taq, 
Tfl, Tbr, or Tth polymerase. 

28. The composition of claim 26, wherein the second polymerase is 
Stoffel, Tru, Tea, or Tfil polymerase. 

29. A composition for enhancing polymerase reactions comprising an . 
archaeal CDC6 and at least one archaeal polypeptide selected from the 
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group consisting of PCNA, RFC-P38, RFC-P55, RFA, FEN-1, ligase, helicase 
dna2, helicase 2, helicase 3, helicase 4, helicase 5, helicase 6, helicase 7, 
helicase 8, and dUTPase. 

30. The composition of claim 29, wherein the at least one archaeal 
polypeptide is PCNA. 

31 . The composition of claim 29, wherein the at least one archaeal 
polypeptide is RFC-P38. 

32. The composition of claim 29, wherein the at least one archaeal 
polypeptide is RFC-P55. 

33. The composition of claim 29, wherein the at least one archaeal 
polypeptide is RFA. 

34. The composition of claim 29, wherein the at least one archaeal 
polypeptide is helicase 2. 

35. The composition of claim 29, wherein the at least one archaeal 
polypeptide is helicase 3. 

36. The composition of claim 29, wherein the at least one archaeal 
polypeptide is helicase 4. 

37. The composition of claim 29, wherein the at least one archaeal 
polypeptide is helicase 5. 

38. The composition of claim 29, wherein the at least one archaeal 
polypeptide is helicase 6. 

39. The composition of claim 29, wherein the at least one archaeal 
polypeptide is helicase 7. 

40. The composition of claim 29, wherein the at least one archaeal 
polypeptide is helicase 8. 

41 . The composition of claim 29, wherein the at least one archaeal 
polypeptide is helicase dna2. 

42. The composition of claim 29, wherein the at least one archaeal 
polypeptide is FEN-1 . 
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43. The composition of claim 29, wherein the at least one archaeal 
polypeptide is ligase. 

44. The composition of claim 29, wherein the at least one archaeal 
polypeptide is dUTPase. 

45. The composition of claim 29, further comprising a polymerase. 

46. The composition of claim 45, wherein the polymerase is a thermostable 
polymerase. 

47. The composition of claim 46, wherein the polymerase is Pfu 
polymerase. 

48. The composition of claim 46, wherein the polymerase is P. furiosus pol 
II. 

49. The composition of claim 45, further comprising a second polymerase. 

50. The composition of claim 49, wherein the second polymerase is 
thermostable. 

51 . The composition of claim 50, wherein the second polymerase lacks 3' 
to 5' exonuclease activity. 

52. The composition of claim 51 , wherein the second polymerase is Taq, 
Tfl, Tbr, orTth polymerase. 

53. The composition of claim 51 , wherein the second polymerase is 
Stoffel, Tru, Tea, or Tfil polymerase. 

54. A composition for enhancing nucleic acid polymerase reactions 
comprising an archaeal FEN-1 and at least one archaeal polypeptide selected 
from the group consisting of PCNA, RFC-P38, RFC-P55, RFA, ligase, 
helicase dna2, helicase 2, helicase 3, helicase 4, helicase 5, helicase 6, 
helicase 7, helicase 8, and dUTPase. 

55. The composition of claim 54, wherein the at least one archaeal 
polypeptide is PCNA. 

56. The composition of claim 54, wherein the at least one archaeal 
polypeptide is RFC-P38. 
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57. The composition of claim 54, wherein the at least one archaeal 
polypeptide is RFC-P55. 

58. The composition of claim 54, wherein the at least one archaeal 
polypeptide is RFA. 

59. The composition of claim 54, wherein the at least one archaeal 
polypeptide is helicase 2. 

60. The composition of claim 54, wherein the at least one archaeal 
polypeptide is helicase 3. 

61. The composition of claim 54, wherein the at least one archaeal 
polypeptide is helicase 4. 

62. The composition of claifn 54, wherein the at least one archaeal 
polypeptide is helicase 5. 

63. The composition of claim 54, wherein the at least one archaeal 
polypeptide is helicase 6. 

64. The composition of claim 54, wherein the at least one archaeal 
polypeptide is helicase 7. 

65. The composition of claim 54, wherein the at least one archaeal 
polypeptide is helicase 8. 

66. The composition of claim 54, wherein the at least one archaeal 
polypeptide is helicase dna2. 

67. The composition of claim 54, wherein the at least one archaeal 
polypeptide is ligase. 

68. The composition of claim 54, wherein the at least one archaeal 
polypeptide is dUTPase. 

69. The composition of claim 54, further comprising a polymerase. 

70. The composition of claim 69, wherein the polymerase is a thermostable 
polymerase. 

71 . The composition of claim 70, wherein the polymerase is Pfu 
polymerase. 
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72. The composition of claim 70, wherein the polymerase is P. furiosus pol 
II. 

73. The composition of claim 69, further comprising a second polymerase. 

74. The composition of claim 73, wherein the second polymerase is a 
thermostable polymerase. 

75. The composition of claim 74, wherein the second polymerase lacks 3' 
to 5' exonuclease activity. 

76. The composition of claim 75, wherein the second polymerase is Taq, 
Tfl, Tbr, or Tth polymerase. 

77. The composition of claim 75, wherein the second polymerase is 
Stoffel, Tru, Tea, or Tfil polymerase. 

78. A composition for enhancing nucleic acid polymerase reactions 
comprising an archaeal RFA and at least one archaeal polypeptide selected 
from the group consisting of PCNA, RFC-P38, RFC-P55, FEN-1, ligase, 
helicase dna2, helicase 2, helicase 3, helicase 4, helicase 5, helicase 6, 
helicase 7, helicase 8, and dUTPase, 

79. The composition of claim 78, wherein the archaeal RFA is from or 
hologous to the RFA found in Pyrococcus furiosus. 

80. The composition of claim 78, wherein the archaeal RFA is from or 
homologous to the RFA found in Pyrococcus species or Thermoccocus 
species. 

81 . The composition of claim 78, wherein the at least one archaeal 
polypeptide is PCNA. 

82. The composition of claim 78, wherein the at least one archaeal 
polypeptide is RFC-P38. 

83. The composition of claim 78, wherein the at least one archaeal 
polypeptide is RFC-P55. 

84. The composition of claim 78, wherein the at least one archaeal 
polypeptide is FEN-1 . 
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85. The composition of claim 78, wherein the at least one archaeal 
polypeptide is helicase 2. 

86. The composition of claim 78, wherein the at least one archaeal 
polypeptide is helicase 3. 

87. The composition of claim 78, wherein the at least one archaeal 
polypeptide is helicase 4. 

88. The composition of claim 78, wherein the at least one archaeal 
polypeptide is helicase 5. 

89. The composition of claim 78, wherein the at least one archaeal 
polypeptide is helicase 6. 

90. The composition of claim 78, wherein the at least one archaeal 
polypeptide is helicase 7. 

91 . The composition of claim 78, wherein the at least one archaeal 
polypeptide is helicase 8. 

92. The composition of claim 78, wherein the at least one archaeal 
polypeptide is helicase dna2. 

93. The composition of claim 78, wherein the at least one archaeal 
polypeptide is ligase. 

94. The composition of claim 78, wherein the at least one archaeal 
polypeptide is dUTPase. 

95. The composition of claim 78, further comprising a polymerase. 

96. The composition of claim 95, wherein the polymerase is a thermostable 
polymerase. 

97. The composition of claim 96, wherein the polymerase is Pfu 
polymerase. 

98. The composition of claim 96, wherein the polymerase is P. furiosus pol 
II. 

99. The composition of claim 95, further comprising a second polymerase. 

100. The composition of claim 99, wherein the second polymerase is a 
thermostable polymerase. 
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101 . The composition of claim 100, wherein the second polymerase lacks 3' 
to 5' exonuclease activity. 

1 02. The composition of claim 1 01 , wherein the second polymerase is Taq, 
Tfl, Tbr, or Tth polymerase. 

103. The composition of claim 101, wherein the second polymerase is 
Stoffel, Tru, Tea, or Tfil polymerase. 

104. A composition for enhancing nucleic acid polymerase reactions 
comprising an archaeal ligase and at least one archaeal polypeptide selected 
from the group consisting of PCNA, RFC-P38, RFC-P55, RFA, CDC6, FEN-1, 
dUTPase, MCM, helicase dna2, helicase 2, helicase 3, helicase 4, helicase 5, 
helicase 6, helicase 7, helicase 8, and dUTPase. 

105. The composition of claim 104, wherein the at least one archaeal 
polypeptide is PCNA. 

106. The composition of claim 104, wherein the at least one archaeal 
polypeptide is RFC-P38. 

107. The composition of claim 104, wherein the at least one archaeal 
polypeptide is RFC-P55. 

1 08. The composition of claim 1 04, wherein the at least one archaeal 
polypeptide is RFA. 

109. The composition of claim 104, wherein the at least one archaeal 
polypeptide is helicase 2. 

110. The composition of claim 104, wherein the at least one archaeal 
polypeptide is helicase 3. 

111. The composition of claim 104, wherein the at least one archaeal 
polypeptide is helicase 4. 

112. The composition of claim 104, wherein the at least one archaeal 
polypeptide is helicase 5. 

113. The composition of claim 1 04, wherein the at least one archaeal 
polypeptide is helicase 6. 
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114. The composition of claim 1 04, wherein the at least one archaeal 
polypeptide is helicase 7. 

115. The composition of claim 1 04, wherein the at least one archaeal 
polypeptide is helicase 8. 

116. The composition of claim 1 04, wherein the at least one archaeal 
polypeptide is helicase dna2. 

1 1 7. The composition of claim 104, wherein the at least one archaeal 
polypeptide is CDC6. 

118. The composition of claim 1 04, wherein the at least one archaeal 
polypeptide is FEN-1. 

119. The composition of claim 1 04, wherein the at least one archaeal 
polypeptide is MCM. 

120. The composition of claim 104, wherein the at least one archaeal 
polypeptide is dUTPase. 

121. The composition of claim 104, further comprising a polymerase. 

122. The composition of claim 121 , wherein the polymerase is a 
thermostable polymerase. 

123. The composition of claim 122, wherein the polymerase is Pfu 
polymerase. 

124. The composition of claim 122, wherein the polymerase is P. furiosus 
pol II. 

125. The composition of claim 121 , further comprising a second 
polymerase. 

126. The composition of claim 125, wherein the second polymerase is a 
thermostable polymerase. 

127. The composition of claim 126, wherein the second polymerase lacks 3' 
to 5' exonuclease activity. 

128. The composition of claim 127, wherein the second polymerase is Taq, 
Tfl, Tbr, or Tth polymerase. 
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129. The composition of claim 127, wherein the second polymerase is 
Stoffel, Tru, Tea, or Tfil polymerase. 

130. A composition for enhancing nucleic acid polymerase reactions 
comprising at least one archaeal accessory factor selected from the group 
consisting of MCM, RFA, helicase 2, helicase 3, helicase 4, helicase 5, 
helicase 6, helicase 7, and helicase dna2. 

131 . The composition of claim 130, wherein the at least one archaeal 
accessory factor is from or homologous to an accessory factor found in 
Pyrococcus furiosus. 

132. The composition of claim 130, wherein the at least one archaeal 
accessory, factor is from or homologous to an accessory factor found in 
Pyrococcus species or Thermoccocus species. 

133. The composition of claim 130, wherein the at least one archaeal 
accessory factor comprises MCM. 

134. The composition of claim 130, wherein the at least one archaeal 
accessory factor comprises RFA. 

135. The composition of claim 130, wherein the at least one archaeal 
accessory factor comprises helicase 2. 

136. The composition of claim 130, wherein the at least one archaeal 
accessory factor comprises helicase 3. 

137. The composition of claim 130, wherein the at least one archaeal 
accessory factor comprises helicase 4. 

138. The composition of claim 130, wherein the at least one archaeal 
accessory factor comprises helicase 5. 

139. The composition of claim 130, wherein the at least one archaeal 
accessory factor comprises helicase 6. 

140. The composition of claim 130, wherein the at least one archaeal 
accessory factor comprises helicase 7. 

141 . The composition of claim 130, wherein the at least one archaeal 
accessory factor comprises helicase dna2. 
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142. The composition of claim 1 30, further comprising a polymerase. 

143. The composition of claim 142, wherein the polymerase is thermostable. 

144. The composition of claim 143, wherein the polymerase is Pfu 
polymerase. 

145. The composition of claim 143, wherein the polymerase P. furiosus pol 
II. 

146. The composition of claim 142, further comprising a second 
polymerase. 

147. The composition of claim 146, wherein the second polymerase is 
thermostable. 

148. The compostion of claim 147, wherein the second polymerase lacks 3' 
to 5' nuclease activity. 

149. The composition of claim 148, wherein the second polymerase is Taq, 
Tfl, Tbr, orTth polymerase. 

1 50. The composition of claim 148, wherein the second polymerase is 
Stoffel, Tru, Tea, or Tfil polymerase. 

151. A composition for enhancing nucleic acid polymerase reactions 
comprising archaeal CDC6, archaeal MCM, and at least one polymerase. 

1 52. The composition of claim 1 51 , wherein the CDC6 and MCM are from or 
homologous to the CDC6 and MCM found in Pyrococcus species or 
Thermococcus species. 

1 53. The composition of claim 151, wherein the CDC6 and MCM are from or 
homologous to the CDC6 and MCM found in Pyrococcus furiosus. 

1 54. The composition of claim 151, wherein the polymerase is Pfu 
polymerase. 

1 55. The composition of claim 151 , wherein the polymerase is P. furiosus 
pol II. 

1 56. The composition of claim 1 51 , further comprising a second 
polymerase. 
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157. The composition of claim 156, wherein the second polymerase is 
thermostable. 

158. The composition of claim 157, wherein the second polymerase lacks 3' 
to 5 1 exonuclease activity. 

159. The composition of claim 158, wherein the second polymerase is Taq, 
Tfl, Tbr, or Tth polymerase. 

160. The composition of claim 158, wherein the second polymerase is 
Stoffel, Tru, Tea, orTfil polymerase. 

161 . The composition of claim 151 , further comprising an archaeal 
dUTPase. 

162. A composition for enhancing nucleic acid polymerase reactions 
comprising archaeal PCNA, archaeal FEN-1, and at least one polymerase. 

163. The composition of claim 162, wherein the PCNA and FEN-1 are from 
or homologous to the PCNA and FEN-1 found in Pyrococcus species or 
Thermococcus species, 

164. The composition of claim 162, wherein the PCNA and FEN-1 are from - 
or homologous to the PCNA and FEN-1 found in Pyrococcus furiosus. 

165. The composition of claim 162, wherein the polymerase is Pfu 
polymerase. 

166. The composition of claim 162, wherein the polymerase is P. furiosus 
pol II. 

167. The composition of claim 162, further comprising a second 
polymerase. 

168. The composition of claim 167, wherein the second polymerase is 
thermostable. 

169. The composition of claim 168, wherein the second polymerase lacks 3* 
to 5' exonuclease activity. 

170. The composition of claim 169, wherein the second polymerase is Taq, 
Tfl, Tbr, or Tth polymerase. 
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171. The composition of claim 169, wherein the second polymerase is 
Stoffel, Tru, Tea, orTfil polymerase. 

172. The composition of claim 162, further comprising an archaeal 
dUTPase. 

173. An isolated and purified polynucleotide encoding an archaeal RFA 
comprising: (a) a polynucleotide comprising the nucleotide sequence set forth 
in Figure 16 (SEQ ID NO: ) or the nucleotide sequence of Figure 16 starting 
with nucleotide 7; (b) a polynucleotide encoding an amino acid sequence 
comprising the amino acid sequence set forth in Figure 17 (SEQ ID NO: ) or 
the amino acid sequence of Figure 17 starting with amino acid 3; or (c) an 
analog or degenerate variant of (a) or (b).The polynucleotide of claim 173, 
wherein the polynucleotide is genomic DNA. 

174. The polynucleotide of claim 173, wherein the polynucleotide is cDNA. 

175. The polynucleotide of claim 173, wherein the polynucleotide is mRNA. 

176. The polynucleotide of claim 173, wherein the polynucleotide is fully or 
partially synthetic. 

177. An isolated and purified polynucleotide encoding an archaeal MCM 
comprising: (a) the nucleotide sequence set forth in Figure 45 (SEQ ID NO: ) 
or Figure 55 (SEQ ID NO: ); (b) a polynucleotide sequence encoding an 
amino acid sequence comprising the amino acid sequence set forth in 
Figures 46 (SEQ ID NO: ) or 47 (SEQ ID NO: ); or (c) an analog or a 
degenerate variant of (a) or (b). 

178. The polynucleotide of claim 178, wherein the polynucleotide is 
genomic DNA. 

179. The polynucleotide of claim 178, wherein the polynucleotide is cDNA. 

180. The polynucleotide of claim 178, wherein the polynucleotide is mRNA. 

181 . The polynucleotide of claim 178, wherein the polynucleotide is fully or 
partially synthetic. 

182. An isolated and purified polynucleotide encoding an archaeal helicase, 
wherein the polynucleotide is selected from the group consisting of: (a) a 
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polynucleotide comprising the nucleotide sequence set forth in Figure 22 
(SEQ ID NO: ); (b) a polynucleotide encoding an amino acid sequence 
comprising the amino acid sequence set forth in Figure 29 (SEQ ID NO: ); (c) 
a polynucleotide comprising the nucleotide sequence set forth in Figure 23 
(SEQ ID NO: ); (d) a polynucleotide encoding an amino acid sequence 
comprising the amino acid sequence set forth in Figure 30 (SEQ ID NO: ); (e) 
a polynucleotide comprising the nucleotide sequence set forth in Figure 24 
(SEQ ID NO: ); (f) a polynucleotide encoding an amino acid sequence 
comprising the amino acid sequence set forth in Figure 31 (SEQ ID NO: ); (g) 
a polynucleotide comprising the nucleotide sequence set forth in Figure 25 
(SEQ ID NO: ); (h) a polynucleotide encoding an amino acid sequence 
comprising the amino acid sequence set forth in Figure 32 (SEQ ID NO: ); (i) 
a polynucleotide comprising the nucleotide sequence set forth in Figure 26 
(SEQ ID NO: ); (j) a polynucleotide encoding an amino acid sequence 
comprising the amino acid sequence set forth in Figure 33 (SEQ ID NO: ); (k) 
a polynucleotide comprising the nucleotide sequence set forth in Figure 27 
(SEQ ID NO: ); (I) a polynucleotide encoding an amino acid sequence 
comprising the amino acid sequence set forth in Figure 34 (SEQ ID NO: ); (m) 
a polynucleotide comprising the nucleotide sequence set forth in Figure 28 
(SEQ ID NO: ); (n) a polynucleotide encoding an amino acid sequence 
comprising the amino acid sequence set forth in Figure 35 (SEQ ID NO: ); (o) 
a polynucleotide comprising the nucleotide sequence set forth in Figure 40 
(SEQ ID NO: ); (p) a polynucleotide encoding an amino acid sequence 
comprising the amino acid sequence set forth in Figure 41 (SEQ ID NO: ); 
and (o) an analog or degenerate variant of (a) through (p). 

183. The polynucleotide of claim 183, wherein the polynucleotide is 
genomic DNA. 

184. The polynucleotide of claim 183, wherein the polynucleotide is cDNA. 

185. The polynucleotide of claim 183, wherein the polynucleotide is mRNA. 
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186. The polynucleotide of claim 183, wherein the polynucleotide is fully or 
partially synthetic. 

187. An isolated and purified archaeal polypeptide selected from the group 
consisting of MCM, RFA, helicase dna2, helicase 2, helicase 3 t helicase4, 
helicase 5, helicase 6, and helicase 7. 

188. The isolated and purified archaeal polypeptide of claim 188 comprising 
the amino acid sequence of Figure 46 or 47 (SEQ ID NO: ). 

189. The isolated and purified archaeal polypeptide of claim 188 comprising 
the amino acid sequence of Figure 17 (SEQ ID NO: ) or the amino acid 
sequence of Figure 17 starting with amino acid 3. 

190. The isolated and purified archaeal polypeptide of claim 188 comprising 
the amino acid sequence of Figure 29 (SEQ ID NO: ). 

191. The isolated and purified archaeal polypeptide of claim 188 comprising 
the amino acid sequence of Figure 30 (SEQ ID NO: ). 

192. The isolated and purified archaeal polypeptide of claim 188 comprising 
the amino acid sequence of Figure 31 (SEQ ID NO: ). 

193. The isolated and purified archaeal polypeptide of claim 188 comprising 
the amino acid sequence of Figure 32 (SEQ ID NO: ). 4 

194. The isolated and purified archaeal polypeptide of claim 188 comprising 
the amino acid sequence of Figure 33 (SEQ ID NO: ). 

195. The isolated and purified archaeal polypeptide of claim 188 comprising 
the amino acid sequence of Figure 34 (SEQ ID NO: ). 

196. The isolated and purified archaeal polypeptide of claim 188 comprising 
the amino acid sequence of Figure 35 (SEQ ID NO: ). 

1 97. A method of enhancing a nucleic acid polymerase reaction comprising 
employing the composition of claim 1 in the nucleic acid polymerase reaction. 

198. The method of claim 198 comprising employing the composition of 
claim 1 in a nucleic acid synthesis reaction. 

199. The method of claim 198 comprising employing the composition of 
claim 1 in a nucleic acid amplification reaction. 
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200. The method of claim 1 98 comprising employing the composition of 
claim 1 when mutagenizing a nucleic acid. 

201 . The method of claim 1 98 comprising employing the composition of 
claim 1 when labeling a nucleic acid. 

202. A method of enhancing a nucleic acid polymerase reaction comprising 
employing the composition of claim 29 in a nucleic acid polymerase reaction. 

203. The method of claim 203 comprising employing the composition of 
claim 29 in a nucleic acid synthesis reaction. 

204. The method of claim 203 comprising employing the composition of 
claim 29 in a nucleic acid amplification reaction. 

205. The method of claim 203 comprising employing the composition of 
claim 29 when mutagenizing a nucleic acid. 

206. The method of claim 203 comprising employing the composition of 
claim 29 when labeling a nucleic acid. 

207. A method of enhancing a nucleic acid polymerase reaction comprising 
employing the composition of claim 54 in the nucleic acid polymerase 
reaction. 

208. The method of claim 208 comprising employing the composition of 
claim 54 in a nucleic acid synthesis reaction. 

209. The method of claim 208 comprising employing the composition of 
claim 54 in a nucleic acid amplification reaction. 

210. The method of claim 208 comprising employing the composition of 
claim 54 when mutagenizing a nucleic acid. 

211. The method of claim 208 comprising employing the composition of 
claim 54 when labeling a nucleic acid. 

212. A method of enhancing a nucleic acid polymerase reaction comprising 
employing the composition of claim 78 in the nucleic acid polymerase 
reaction. 

21 3. The method of claim 213 comprising employing the composition of 
claim 78 in a nucleic acid synthesis reaction. 
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214. The method of claim 213 comprising employing the composition of 
claim 78 in a nucleic acid amplification reaction. 

215. The method of claim 213 comprising employing the composition of 
claim 78 when mutagenizing a nucleic acid. 

216. The method of claim 213 comprising employing the composition of 
claim 78 when labeling a nucleic acid. 

217. A method of enhancing a nucleic acid polymerase reaction comprising 
employing the composition of claim 104 in a nucleic acid polymerase reaction. 

218. The method of claim 218 comprising employing the composition of 
claim 104 in a nucleic acid synthesis reaction. 

219. The method of claim 218 comprising employing the composition of 
claim 104 in a nucleic acid amplification reaction. 

220. The method of claim 218 comprising employing the composition of 
claim 104 when mutagenizing a nucleic acid. 

221 . The method of claim 218 comprising employing the composition of 
claim 104 when labeling a nucleic acid. 

222. A method of enhancing a nucleic acid polymerase reaction comprising 
employing the composition of claim 130 in the nucleic acid polymerase 
reaction. 

223. The method of claim 223 comprising employing the composition of 
claim 130 in a nucleic acid synthesis reaction. 

224. The method of claim 223 comprising employing the composition of 
claim 130 in a nucleic acid amplification reaction. 

225. The method of claim 223 comprising employing the composition of 
claim 130 when mutagenizing a nucleic acid. 

226. The method of claim 223 comprising employing the composition of 
claim 130 when labeling a nucleic acid. 

227. A method of enhancing a nucleic acid polymerase reaction comprising 
employing the composition of claim 151 in a nucleic acid polymerase reaction. 
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228. The method of claim 228 comprising employing the composition of 
claim 151 in a nucleic acid synthesis reaction. 

229. The method of claim 228 comprising employing the composition of 
claim 151 in a nucleic acid amplification reaction. 

230. The method of claim 228 comprising employing the composition of 
claim 151 when mutagenizing a nucleic acid. 

231. The method of claim 228 comprising employing the composition of 
claim 151 when labeling a nucleic acid. 

232. A method for increasing stability of nucleic acid duplexes in a nucleic 
acid polymerase reaction comprising adding to the polymerase reaction at 
least one accessory factor selected from the group consisting of archaeal 
MCM, archaeal CDC6, and archaeal FEN-1 . 

233. The method of claim 233, wherein the MCM is from or homologous to 
the MCM found in Pyrococcus species or Thermococcus species. 

234. The method of claim 233, wherein the MCM is from or homologous to 
the MCM found in Pyrococcus furiosus. 

235. The method of claim 233, wherein the CDC6 is from or homologous to 
the CDC6 found in Pyrococcus species or Thermococcus species. 

236. The method of claim 233, wherein the CDC6 is from or homologous to 
the CDC6 found in Pyrococcus furiosus. 

237. The method of claim 233, wherein the FEN-1 is from or homologous to 
the FEN-1 found in Pyrococcus species or Thermococcus species. 

238. The method of claim 233, wherein the FEN-1 is from or homologous to 
the FEN-1 found in Pyrococcus furiosus.. 

239. The method of claim 233, wherein the MCM, CDC6, and FEN-1 are 
from or homologous to the MCM, CDC6, and FEN-1 found in Pyrococcus 
species or Thermococcus species. 

240. The method of claim 233, wherein the MCM, CDC6, and FEN-1 are 
from or homologous to the MCM, CDC6, and FEN-1 found in Pyrococcus 
furiosus. 
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241 . A method for increasing stability of nucleic acid duplexes in a nucleic 
acid polymerase reaction comprising adding to the polymerase reaction an 
archaeal PCNA and at least one archaeal polypeptide selected from the 
group consisting of MCM, CDC6, FEN-1, RFC-P38, RFC-P55, RFA, 
dUTPase, ligase, helicase dna2, helicase 2, helicase 3, helicase 4, helicase 
5, helicase 6, helicase 7, and helicase 8. 

242. The method of claim 242, wherein the archaeal PCNA is from or 
homologous to the PCNA found in Pyrococcus species or Thermococcus 
species. 

243. The method of claim 242, wherein the at least one archaeal 
polypeptide is from or homologous to an archaeal polypeptide found in 
Pyrococcus species or Thermococcus species. 

244. The method of claim 242, wherein the archaeal PCNA and the at least 
one archaeal polypeptide are from or homologous to the PCNA and the at 
least one archaeal polypeptide found in Pyrococcus furiosus. 

245. A method for enhancing an exonuclease reaction comprising adding to 
the exonuclease reaction an archaeal PCNA and at least one archaeal 
polypeptide selected from the group consisting of MCM, CDC6, FEN-1, RFC- 
P38, RFC-P55, RFA, dUTPase, ligase, helicase dna2, helicase 2, helicase 3, 
helicase 4, helicase 5, helicase 6, helicase 7, and helicase 8. 

246. The method of claim 246, wherein the archaeal PCNA is from or 
homologous to the PCNA found in Pyrococcus species or Thermococcus 
species. 

247. The method of claim 246, wherein the at least one archaeal 
polypeptide is from or homologous to an archaeal polypeptide found in 
Pyrococcus species or Thermococcus species. 

248. The method of claim 246, wherein the archaeal PCNA and the at least 
one archaeal polypeptide are from or homologous to the PCNA and the at 
least one archaeal polypeptide found in Pyrococcus furiosus. 
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249. The method of claim 246, wherein the MCM is from or homologous to 
the MCM found in Pyrococcus furiosus. 

250. The method of claim 246, wherein the MCM is from or homologous to 
the MCM found in Pyrococcus species or Thermococcus species. 

251 . The method of claim 246, wherein the CDC6 is from or homologous to 
the CDC6 found in Pyrococcus furiosus. 

252. The method of claim 246, wherein the CDC6 is from or homologous to 
the CDC6 found in Pyrococcus species or Thermococcus species. 

253. The method of claim 246, wherein the FEN-1 is from or homologous to 
the FEN-1 found in Pyrococcus furiosus. 

254. The method of claim 246, wherein the FEN-1 is from or homologous to 
the FEN-1 found in Pyrococcus species or Thermococcus species. 

255. The method of claim 246, wherein the MCM, CDC6, and FEN-1 are 
from or homologous to the MCM, CDC6, and FEN-1 found in Pyrococcus 
furiosus. 

256. The method of claim 246, wherein the MCM, CDC6, and FEN-1 are 
from or homologous to the MCM, CDC6, and FEN-1 found in Pyrococcus 
species or Thermococcus species. 

257. A method for producing a Pyrococcus furiosus MCM polypeptide 
comprising: 

expressing the polynucleotide of the vector of claim 304 in a host cell; 

and 

purifying the expressed MCM polypeptide. 

258. The method of claim 258, wherein the host cell is a prokaryotic cell. 

259. The method of claim 258, wherein the host cell is a eukaryotic cell. 

260. A recombinant MCM polypeptide produced by the method of claim 
258. 

261 . A method for producing a Pyrococcus furiosus RFA polypeptide 
comprising: 
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expressing the polynucleotide of the vector of claim 313 in a host cell; 

and 

purifying the expressed RFA polypeptide. 

262. The method of claim 262, wherein the host cell is a prokaryotic cell. 

263. The method of claim 262, wherein the host cell is a eukaryotic cell. 

264. A recombinant RFA polypeptide produced by the method of claim 262. 

265. A method for producing a Pyrococcus furiosus helicase polypeptide 
comprising: 

expressing the polynucleotide of the vector of claim 322 in a host cell; 

and 

purifying the expressed helicase polypeptide. 

266. The method of claim 266, wherein the host cell is a prokaryotic cell. 

267. The method of claim 266, wherein the host cell is a eukaryotic cell. 

268. A recombinant helicase polypeptide produced by the method of claim 
266. 

269. An isolated and purified archaeal MCM polypeptide. 

270. The polypeptide of claim 270, wherein the polypeptide is from or 
homologous to the MCM found in Pyrococcus species or Thermococcus 
species. 

271 . The polypeptide of claim 270, wherein the polypeptide is from or 
homologous to the MCM found in Pyrococcus furiosus. 

272. An isolated and purified archaeal RFA polypeptide. 

273. The polypeptide of claim 273, wherein the polypeptide is from or 
homologous to the RFA found in Pyrococcus species or Thermococcus 
species. 

274. The polypeptide of claim 273, wherein the polypeptide is from or 
homologous to the RFA found in Pyrococcus furiosus. 

275. A kit comprising the composition of claim 1 . 

276. The kit of claim 276 for use in enhancing nucleic acid polymerase 
reactions. 
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277. The kit of claim 276 for use in synthesizing, amplifying, or 
mutagenizing nucleic acids. 

278. The kit of claim 276 for use in labeling or detecting nucleic acids. 

279. A kit comprising the composition of claim 29. 

280. The kit of claim 280 for use in enhancing nucleic acid polymerase 
reactions. 

281 . The kit of claim 280 for use in synthesizing, amplifying, or 
mutagenizing nucleic acids. 

282. The kit of claim 280 for use in labeling or detecting nucleic acids. 

283. A kit comprising the composition of claim 54. 

284. The kit of claim 284 for use in enhancing nucleic acid polymerase 
reactions. 

285. The kit of claim 284 for use in synthesizing, amplifying, or 
mutagenizing nucleic acids. 

286. The kit of claim 284 for use in labeling or detecting nucleic acids. 

287. A kit comprising the composition of claim 78. 

288. The kit of claim 288 for use in enhancing nucleic acid polymerase 
reactions. 

289. The kit of claim 288 for use in synthesizing, amplifying, or 
mutagenizing nucleic acids. 

290. The kit of claim 288 for use in labeling or detecting nucleic acids. 

291 . A kit comprising the composition of claim 1 04. 

292. The kit of claim 292 for use in enhancing nucleic acid polymerase 
reactions. 

293. The kit of claim 292 for use in synthesizing, amplifying, or 
mutagenizing nucleic acids. 

294. The kit of claim 292 for use in labeling or detecting nucleic acids. 

295. A kit comprising the composition of claim 1 30. 

296. The kit of claim 296 for use in enhancing nucleic acid polymerase 
reactions. 
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297. The kit of claim 296 for use in synthesizing, amplifying, or 
mutagenizing nucleic acids. 

298. The kit of claim 296 for use in labeling or detecting nucleic acids. 

299. A kit comprising the composition of claim 1 51 . 

300. The kit of claim 300 for use in enhancing nucleic acid polymerase 
reactions. 

301 . The kit of claim 300 for use in synthesizing, amplifying, or 
mutagenizing nucleic acids. 

302. The kit of claim 300 for use in labeling or detecting nucleic acids. 

303. A vector comprising the polynucleotide of claim 1 78. 

304. The vector of claim 304, wherein the vector is a plasmid. 

305. The vector of claim 304, wherein the vector is a bacteriophage. 

306. The vector of claim 304, wherein the vector is a retrovirus. 

307. The vector of claim 304, wherein the vector is an adenovirus. 

308. The vector of claim 304, wherein the vector is a baculovirus. 

309. A host cell comprising the vector of claim 304. 

310. The host cell of claim 310, wherein the host cell is a prokaryotic cell. 

31 1 . The host cell of claim 31 0, wherein the host cell is a eukaryotic cell. 

312. A vector comprising the polynucleotide of claim 173. 

31 3. The vector of claim 313, wherein the vector is a plasmid. 

314. The vector of claim 31 3, wherein the vector is a bacteriophage. 

31 5. The vector of claim 31 3, wherein the vector is a retrovirus. 

316. The vector of claim 313, wherein the vector is an adenovirus. 

317. The vector of claim 313, wherein the vector is a baculovirus. 

318. A host cell comprising the vector of claim 313. 

319. The host cell of claim 319, wherein the host cell is a prokaryotic cell. 

320. The host cell of claim 319, wherein the host cell is a eukaryotic cell. 

321 . A vector comprising the polynucleotide of claim 1 83. 

322. The vector of claim 322, wherein the vector is a plasmid. 

323. The vector of claim 322, wherein the vector is a bacteriophage. 
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324. The vector of claim 322, wherein the vector is a retrovirus. 

325. The vector of claim 322, wherein the vector is an adenovirus. 

326. The vector of claim 322, wherein the vector is a baculovirus. 

327. A host cell comprising the vector of claim 322. 

328. The host cell of claim 328, wherein the host cell is a prokaryotic cell. 

329. The host cell of claim 328, wherein the host cell is a eukaryotic cell. 
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FIG. 3 

ATGCCATTCGAAATAGTCTTTGAAGGTGCAAAAGAGTTTGCCCAACTTAT 
AGACACCGCAAGTAAGTTAATAGATGAGGCCGCGTTTAAAGTTACAGAAG 
ATGGGATAAGCATGAGGGCCATGGATCCAAGTAGAGTTGTCCTGATTGAC 
CTAAATCTCCCGTCAAGCATATTTAGCAAATATGAAGTTGTTGAACCAGA 
AACAATTGGAGTTAACATGGACCACCTAAAGAAGATCCTAAAGAGAGGTA 
AAGCAAAGGACACCTTAATACTCAAGAAAGGAGAGGAAAACTTCTTAGAG 
ATAACAATTCAAGGAACTGCAACAAGAACATTTAGAGTTCCCCTAATAGA 
TGTAGAAGAGATGGAAGTTGACCTCCCAGAACTTCCATTCACTGCAAAGG 
TTGTAGTTCTTGGAGAAGTCCTAAAAGATGCTGTTAAAGATGCCTCTCTA 
GTGAGTGACAGCATAAAATTTATTGCCAGGGAAAATGAATTTATAATGAA 
GGCAGAGGGAGAAACCCAGGAAGTTGAGATAAAGCTAACTCTTGAAGATG 
AGGGATTATTGGACATCGAGGTTCAAGAGGAGACAAAGAGCGCATATGGA 
GTCAGCTATCTCTCCGACATGGTTAAAGGACTTGGAAAGGCCGATGAAGT 
TACAATAAAGTTTGGAAATGAAATGCCCATGCAAATGGAGTATTACATTA 
GAGATGAAGGAAGACTTACATTCCTACTAGCCCCCAGGGTCGAGGAGTGA 
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FIG. 8 

ACCCAAAATTGTTATTCAGNTCAACGGAGAAGACGGAGTAGANTTGGAAGG 
AGCTTATCCAGAGAAATGTTCTTAGAGAAGTTACTCTCAGCTCTCAGCTGA 
TCTANNGTTTTTCCTTCTTTTCTTCTGTTCAGTTATNGCCTAGGATAAGCT 
TAATAATACTTTGATACCTTTCTTAGTTTAGGTGTGTGAGAGTATGAGCGA 
AGAGATTAGAGAAGTTAAGGTTCTAGAAAAACCCTGGGTTGAGAAGTATAG 
ACCTCAAAGACTTGACGACATTGTAGGACAAGAGCACATAGTGAAAAGGCT 
CAAGCACTACGTCAAAACTGGATCAATGCCCCACCTACTCTTCGCAGGCCC. 
CCCTGGTGTCGGAAAGTGTCTTACTGGAGATACCAAAGTTATAGCTAATGG 
CCAACTCTTTGAACTTGGAGAACTTGTTGAAAAGCTTTCTGGGGGGAGATT 
TGGACCAACTCCAGTTAAAGGGCTCAAAGTTCTTGGAATAGATGAGGATGG 
AAAGCTTAGAGAGTTTGAAGTCCAATACGTCTACAAAGATAGAACTGATAG 
GTTGATAAAGATAAAAACTCAGCTTGGCAGGGAGCTTAAAGTAACTCCGTA 
TCACCCACTTCTAGTGATTGGAGAGAATGGCGAATTAAAGTGGATTAAGGC 
TGAAGAACTCAAACTTGGCGACAAGCTTGCAATACCGAGCTTTCTCCCACT 
TATAACTGGAGAAAATCCCCTTGCAGAGTGGCTTGGTTACTTTATGGGAAG 
TGGCTATGCTTATCCCAAGAATTCTGTCATCACGTTCACTAACGAAGATCC 
ACTCATAAGACAACGCTTTATGGAACTAACAGAGAAACTTTTCCCTGATGC 
AAAGATAAGGGAAAGAATTCACGCTGATGGAACTCCAGAAGTTTATGTGGT 
ATCTAGGAAAGCTTGGAGCCTTGTAAACTCTATTAGCTTAACATTAATACC 
CAGGGAGGGGTGGAAAGGAATTCGTTCTTTCCTTAGGGCATATTCCGACTG 
CAATGGTCGGATTGAAAGTGATGCAATAGTTTTATCAACCGATAACAATGA 
TATGGCCCAGCAGATAGCCTATGCTTTAGCCAGCTTTGGAATAATAGCTAA 
AATGGATGGAGAAGATGTTATTATCTCAGGCTCGGACAACATAGAGAGGTT 
CCTAAATGAGATTGGCTTTAGCACCCAAAGCAAACTTAAAGAAGCCCAGAA 
GCTCATTAGAAAAACCAATGTAAGATCCGATGGACTAAAGATTAACTATGA 
GCTAATCTCCTATGTAAAAGACAGGCTTAGGTTAAATGTCAATGATAAAAG 
AAATTTGAGCTACAGAAATGCAAAGGAGCTTTCTTGGGAACTCATGAAAGA 
AATTTATTATCGCCTTGAGGAACTGGAGAGACTAAAGAAGGTCTTATCAGA 
ACCCATCTTGATCGACTGGAATGAAGTAGCAAAGAAGAGTGATGAAGTAAT 
AGAAAAAGCTAAAATTAGAGCAGAGAAGCTCCTAGAATACATAAAAGGAGA 
GAGAAAGCCAAGTTTCAAGGAGTACATTGAGATAGCAAAAGTCCTTGGAAT 
TAACGTTGAACGTACCATCGAAGCTATGAAGATCTTTGCAAAGAGATACTC 
AAGCTATGCCGAGATTGGAAGAAAACTTGGAACTTGGAATTTCAATGTAAA 
AACAATTCTTGAGAGCGACACAGTGGATAACGTTGAAATCCTTGAAAAGAT 
AAGGAAAATTGAGCTTGAGCTCATAGAGGAAATTCTTTCGGATGGAAAGCT 
CAAAGAAGGTATAGCATATCTCATTTTCCTCTTCCAGAATGAGCTTTACTG 
GGACGAGATAACTGAAGTAAAAGAGCTTAGGGGAGACTTTATAATCTATGA 
TCTTCATGTTCCTGGCTACCACAACTTTATTGCTGGGAACATGCCAACAGT 
AGTCCATAACACTACAGCGGCTTTGGCCCTTGCAAGAGAGCTTTTCGGCGA 
AAACTGGAGGCATAACTTCCTCGAGTTGAATGCTTCAGATGAAAGAGGTAT 
AAACGTAATTAGAGAGAAAGTTAAGGAGTTTGCGAGAACAAAGCCTATAGG 
AGGAGCAAGCTTCAAGATAATTTTCCTTGATGAGGCCGACGCTTTAACTCA 
AGATGCCCAACAAGCCTTAAGAAGAACCATGGAAATGTTCTCGAGTAACGT 
TCGCTTTATCTTGAGCTGTAACTACTCCTCCAAGATAATTGAACCCATACA 
GTCTAGATGTGCAATATTCCGCTTCAGACCTCTCCGCGATGAGGATATAGC 
GAAGAGACTAAGGTACATTGCCGAAAATGAGGGCTTAGAGCTAACTGAAGA 
AGGTCTCCAAGCAATACTTTACATAGCAGAAGGAGATATGAGAAGAGCAAT 
AAACATTCTGCAAGCTGCAGCAGCTCTAGACAAGAAGATCACCGACGAAAA 
( cont . ) 
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FIG. 8 (cont.) 

CGTATTCATGGTAGCGAGTAGAGCTAGACCTGAAGATATAAGAGAGATGAT 
GCTTCTTGCTCTCAAAGGCAACTTCTTGAAGGCCAGAGAAAAGCTTAGGGA 
GATACTTCTCAAGCAAGGACTTAGTGGAGAAGATGTACTAGTTCAGATGCA 
CAAAGAAGTCTTCAACCTGCCAATAGAGGAGCCAAAGAAGGTTCTGCTTGC 
TGATAAGATAGGAGAGTATAACTTCAGACTCGTTGAAGGGGCTAATGAAAT 
AATTCAGCTTGAAGCACTCTTAGCACAGTTCACCCTAATTGGGAAGAAGTG 
ATGAAGTATGCCAGAGCTTCCCTGGGTAGAAAAATACAGGCCAAAAAAGTT 
AAGTGAAATTGTAAACCAAGAAGAGGCTATAGAGAAAGTTAGAGCGTGGAT 
AGAGAGCTGGTTGCATGGCCACCCCCCTAAGAAAAAAGCCCTATTATTAGC 
AGGACCCCCAGGGAGCGGAAAGACAACCACAGTCTACGCTCTAGCAAATGA 
GTACAACTTTGAAGTCATTGAGCTCAACGCGAGTGATGAGAGAACTTATGA 
AAAAATCTCCAGGTATGTTCAAGCAGCATACACTATGGATATCCTCGGAAA 
GAGGAGGAAGATAATC TTC CTCGATGAAGC AGATAATATAGAGC CCAGC GG 
AGCTAAGGAAATCGCAAAACTAATTGATAAGGCCAAAAATCCAATAATAAT 
GGCTGCAAATAAGTACTGGGAAGTTCCAAAAGAGATCCGAGAAAAAGCTGA 
GCTAGTAGAGTACAAGAGGTTAACCCAGAGAGATGTAATGAATGCCTTAAT 
AAGGATCCTAAAGAGGGAAGGTATAACAGTTCCAAAAGAAATCCTCCTAGA 
AATAGCAAAAAGATCTAGTGGAGATCTAAGAGCAGCTATAAATGATCTACA 
GACCGTTGTAGTGGGTGGTTACGAAGATGCTACGCAAGTTTTGGCATATAG 
AGATGTAGAAAAGACAGTCTTTCAAGCCCTAGGACTCGTCTTTGGAAGTGA 
CAACGCCAAGAGGGCAAAGATGGCAATGTGGAACTTGGACATGTCCCCTGA 
TGAATTCCTGCTATGGGTAGATGAGAACATTCCTCACCTCTACCTAAATCC 
AGAGGAGATTGCCCAGGCGTATGATGCAATTAGTAGAGCCGACATATACCT 
CGGAAGGGCCGCCAGAACTGGAAACTATTCACTCTGGAAGTACGCAATAGA 
TATGATGACTGCAGGAGTTGCCGTGGCAGGGAGAAAGAGAAGGGGATTTGT 
CAAGTTTTATCCTCCCAACACCCTAAAGATTTTAGCGGAAAGCAAAGAAGA 
AAGAGAGATCAGAGAGTCCATAATTAAAAAGATAATACGAGAGATGCNCAT 
GAGTAGGCTACAGGCAATAGAAACGATGAAAATAATTAGAGAGATTTTCGA 
GAACAATCTAGACCTTGCTGCGCACTTTACAGTGTTCCTTGGTCTGTCTGA 
AAAAGAAGTTGAGTTTCTAGCTGGAAAGGAAAAAGCTGGTACCATTTGGGG 
CAAAGCCTTAGCATTAAGAAGGAAACTTAAGGAGCTTGGAATAAGAGAGGA 
GGAGAAGCCTAAAGTTGAAATTGAAGAAGAGGAAGAAGAGGAAGAAAAGAC 
CGAAGAAGAAAAAGAGGAAATAGAAGAAAAACCCGAAGAAGAGAAAGAAGA 
GGAGAAGAAAGAAAAGGAAAAGCcaaAGAAAGGCAAACAAGCAACTCTCTT 
TGACTTTCTTAAAAAGTGATTACCCTTTTTCTTCTATTAGAGCTCCGAATA 
AAGTTGGCCCTCTAATTTTTTCTATTGTCTCCTCCACATTAATCTTTACGA 
ATTGGAATTCCTGCAGCCCGGGGGATCCACTAGTTCTAGAGCGGCCGCCAC 
CGCGGTGGAGCTCCAGCTTTTGTTCCCTTTAGTGAGGGTTAATTTCGAGCT 
TGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCA 
CAATTCCACACAACATACGAACCCGGAAGCATAAATTGTAAACCCNGGGGT 
GCCTAATGANTGANCTAACTCACATTAATTGCNTTGCGCTCACTGCCCGCT 
TTCCANTCGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCGGCCAACNC 
GCGGGGANAAGCGGTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCATGA 
CTCGCTGCGCTCGGTCNTCGGCTGCGGCGAACGGTATCAGCTCATCAAAGG 
CGGTAATACGGTTATCCNCAAATCAGGGGATAACGCAGGAAAAAACTTTNN 
ACAAAAGGCNNCAAAAGGCGGAAACTAAAAGGCGCNTTCTGGGTTTTTCNT 
AGGCCCNCCCCGANAACTCNAAAAATCAACNCATTCAAGTGGGAAACCAAA 
GAA 

-I- 
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FIG. 9 

PKIVIQXNGEDGVXLEGAYPEKCS*RSYSQLSADLXFFLLFFCSVXA*DK 

LNNTLIPFLV*VCES ( MSEE IREVKVLEKPWVEKYRPQRLDDIVGQEHIV 

KRLKHYVKTGSMPHLLFAGPPGVGK [ CLTGDTKVIANGQLFELGELVEKL 

SGGRFGPTPVKGLKVLGIDEDGKLREFEVQYVYKDRTDRLIKIKTQLGRE 

LKVTPYHPLLVIGENGELKWIKAEELKLGDKLAIPSFLPLITGENPLAEW 

LGYFMGSGYAYPKNSVITFTNEDPLIRQRFMELTEKLFPDAKIRERIHAD 

GTPEVYWSRKAWSLVNSISLTLIPREGWKGIRSFLRAYSDCNGRIESDA 

IVLSTDNNDMAQQIAYALASFGIIAKMDGEDVIISGSDNIERFLNEIGFS 

TQSKLKEAQKLIRKTNVRSDGLKINYELISYVKDRLRLNVNDKRNLSYRN 

AKELSWELMKEIYYRLEELERLKKVLSEPILIDWNEVAKKSDEVIEKAKI 

RAEKLLEYIKGERKPSFKEYIEIAKVLGINVERTIEAMKIFAKRYSSYAE 

IGRKLGTWNFNVKTILESDTVDNVEILEKIRKIELELIEEILSDGKLKEG 

I AYLI FLFQNEL YWDE I TE VKELRGDF I I YDLHVPGYHNF I AGNMPT WH 

N ] TTAALALARELFGENWRHNFLELNASDERG INVIREKVKEFARTKP I G 

GASFKIIFLDEADALTQDAQQALRRTMEMFSSNVRFILSCNYSSKIIEPI 

QSRCAIFRFRPLRDEDIAKRLRYIAENEGLELTEEGLQAILYIAEGDMRR 

AINILQAAAALDKKITDENVFMVASRARPEDIREMMLLALKGNFLKAREK 

LRE ILLKQGLSGEDVLVQMHKEVFNLP IEEPKKVLLADKIGE YNFRLVEG 

ANEIIQLEALLAQFTLIGKK) **S (MPELPWVEKYRPKKLSEIVNQEEAI 

EKVRAWIESWLHGHPPKKKALLLAGPPGSGKTTTVYALANEYNFEVIELN 

ASDERT YE K I SR YVQAAYTMD I LGKRRKI I FLDE ADN I EP SGAKE I AKL I 

DKAKNPI IMAANKYWEVPKE IREKAELVE YKRLTQRDVMNALIRILKREG 

ITVPKEILLEIAKRSSGDLRAAINDLQTVWGGYEDATQVLAYRDVEKTV . 

FQALGLVFGSDNAKRAKMAMWNLDMSPDEFLLWVDENIPHLYLNPEEIAQ 

AYDAISRADIYLGRAARTGNYSLWKYAIDMMTAGVAVAGRKRRGFVKFYP 

PNTLKILAESKEEREIRESIIKKIIREMXMSRLQAIETMKIIREIFENNL 

DLAAHFTVFLGLSEKEVEFLAGKEKAGTIWGKALALRRKLKELGIREEEK 

PKVEIEEEEEEEEKTEEEKEEIEEKPEEEKEEEKKEKEKPKKGKQATLFD 

FLKK) *LPFFFY*SSE*SWPSNFFYCLLHINLYELEFLQPGGSTSSRAAA 

TAVELQLLFPLVRVNFELGVIMVIAVSCVKLLSAHNSTQHTNPEA* IVNP 

GVPNX*XNSH*LXCAHCPLSXRETCRASCINESANXRGXAVAYWALFRFL 

AHD SLRS VXGCGER YQL I KGGNTVI XK SGDNAGKNFXQKAXKGGN* KAX S 

GFFXGPPRXLXKSTHSSGKPK 
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FIG. 10 

MPELPWVEKYRPKKLSEIVNQEEAIEKVRAWIESWLHGHPPKKKALLLAG 
PPGSGKTTTVYALANEYNFEVIELNASDERTYEKISRYVQAAYTMDILGK 
RRKIIFLDEADNIEPSGAKEIAKLIDKAKNPIIMAANKYWEVPKEIREKA 
ELVEYKRLTQRDVMNALIRILKREGITVPKEILLEIAKRSSGDLRAAIND 
LQTVWGGYEDATQVLAYRDVEKTVFQALGLVFGSDNAKRAKMAMWNLDM 
SPDEFLLWVDENIPHLYLNPEEIAQAYDAISRADIYLGRAARTGNYSLWK 
YAIDMMTAGVAVAGRKRRGFVKFYPPNTLKILAESKEEREIRESIIKKII 
REMXMSRLQAIETMKIIREIFENNLDLAAHFTVFLGLSEKEVEFLAGKEK 
AGTIWGKALALRRKLKELGIREEEKPKVEIEEEEEEEEKTEEEKEEIEEK 
PEEEKEEEKKEKEKPKKGKQATLFDFLKK* 



FIG. 11 

MSEEIREVKVLEKPWVEKYRPQRLDDIVGQEHIVKRLKHYVKTGSMPHLLF 
AGPPGVGKTTAALALARELFGENWRHNFLELNASDERGINVIREKVKEFAR 
TKPIGGASFKIIFLDEADALTQDAQQALRRTMEMFSSNVRFILSCNYSSKI 
IEPIQSRCAIFRFRPLRDEDIAKRLRYIAENEGLELTEEGLQAILYIAEGD 
MRRAINILQAAAALDKKITDENVFMVASRARPEDIREMMLLALKGNFLKAR 
EKLREILLKQGLSGEDVLVQMHKEVFNLPIEEPKKVLLADKIGEYNFRLVE 
GANEI IQLEALLAQFTLIGKK* * 
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NATIVE CLAMP LOADER STIMULATION OF 
cPfu/CLAMP PRIMER EXTENSION ON M13 
1 2 3 4 5 6 
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FIG. 16 

ATGAGT7GCATTTACAAAAGAAGAAATAATCAAGAGGATCCTGGAAGAAG 
TGGAAGGAATAACTCTAGAAGAAATTGAGAACCAAATAAGGCAAATAATG 
AGGGAAAACAATATTTCAGAGCATGCAGCTGCTCTCTTACTAGCAGAAAG 
GCTGGGAGTTGAAGTTACCAAAAGAGAAGAACAACCTTTAATGAAGATTA 
GCGACCTATATCCAGGAATGGATCCCCACGAGGTCAACATTGTTGGAAGA 
ATACTTAAGAAGTATCCACCGCGAGAATACACAAAGAAGGATGGAAGCAT 
TGGAAGGGTTGCCAGTCTAGTTATATACGATGATACTGGGAGAGCGAGGG 
TTGTTCTTTGGGATTCAAAAGTTTTGGAGTATTACAGCAAGCTAGAAGTA 
GGGGATGTTATTAAGGTTTTAGACGCCCAGGTTAGGGAGAGCTTATCTGG 
TTTGCCTGAATTGCACATTAACTTCAGGGCTAGAATAATTAAAAACCCAG 
ATGATCCTAGGGTTCAGGATATCCCACCTCTTGAAGAAGTTAGAGTGGCA 
ACTTATACGAGAAAGAAGATCAGTGAGGTCGAGCCTGGGGATAGATTTGT 
AGAGCTTAGGGGAACAATTGCCAAAGTTTACAGAGTTTTGGTATATGATG 
CATGTCCAGAGTGTAAGAAGAAGGTTGACTATGACCCAGGAATGGACGTT 
TGGATATGTCCAGAACATGGAGAGGTTGAGCCAATAAAAATCACTATTCT 
TGACTTTGGGCTTGATGATGGCTCGGGATACATTAGGATTACCCTCTTTG 
GAGACGATGCTGAAGAGTTGCTGGGAGTAGGGCCAGAAGAGATTGCCCAA 
AAGCTTAAGGAAATGGAGAGCATGGGCATGACTCTCAAGGAGGCAGCGAG 
AAAATTGGCGGAGGAAGAGTTCTACAATATAATAGGGAAAGAAATAATCG 
TGAGGGGAAATGTAATTGAGGACAGGTTCTTGGGCCTAATCTTAAGGGCC 
TCCTCCTGGGAAGAAGTTGACTACAAGAGAGAAATTGAGAGAATTAAGAG 
GGAATTGGAAGAATTGGGGGTGATGTGA 



FIG. 17 

MI3MSAFTKEEIIKRILEEVEGITLEEIENQIRQIMRENNISEHAAALLLA 
ERLGVEVTKREEQPLMKISDLYPGMDPHEVNIVGRILKKYPPREYTKKDG 
S I GRVASLVI YDDTGRARWLWDSKVLE Y YSKLE VGDVI KVLDAQVRE SL 
SGLPELHINFRARIIKNPDDPRVQDIPPLEEVRVATYTRKKISEVEPGDR 
FVELRGTIAKVYRVLVYDACPECKKKVDYDPGMDVWICPEHGEVEPIKIT 
ILDFGLDDGSGYIRITLFGDDAEELLGVGPEEIAQKLKEMESMGMTLKEA 
ARKLAEEEF YNI IGKE 1 1 VRGNVIEDRFLGL ILRAS SWEEVDYKRE IERI 
KRELEELGVM 
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EFFECT OF RFA AND E. COLI SSB (PERFECT MATCH) 
ON PCRs USING Taq AND Pfu DNA POLYMERASES 
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RFA = P. FURIOSUS RFA 

PM = STRATAGENE'S E. COLI SSB 
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FIG. 22 

ATGATTGAGGAGCTGTTCAAGGGATTAGAGAGTGAAATCGTTGGACTTCA 
CGAGATTCCCCCAAAGAGGGGAGAGTATGGGGAGTTCAAATTCAGGAATG 
AAGAAGTTAATGAGTTAGTTAAGAGGCTCGGATTTAGACTTTATTCTCAC 
CAAGTTAAAGCCCTAGAAAAGCTGTATTCAGGGAAAAACGTAGTTGTTTC 
AACGCCCACAGCTAGTGGGAAAAGCGAGATATTTAGGTTGTTTATCTTTG 
ACGAAATACTGTCAAGCCCGTCCTCAACTTTTCTCTTAATCTACCCAACA 
AGAGCCTTAATAAACAACCAAATGGAAAAATTCGAAAAAGAAAACACTAT 
CTTTGAGGAGATTTGTGGAAAAAGAGTTCGAGCAGAAGTCTTAACTGGAG 
ATACGGAATGGGAAAAGAGAAGAGAAATCATTAGGAGCAAACCAAACGTA 
ATCTTCACGACACCCGATATGCTTCATCATCACATTCTTCCCAGGTGGAG 
GGATTATTTCTGGCTTTTAAAGGGGCTTAGACTTCTTGTCGTGGACGAAT 
TGCACGTTTATAGGGGGATCTTTGGAACAAATGTTGCTTATGTTTTCAAG 
AGACTCTTTCTCAGGCTTAAGAGATTAAGTTCAAGCCCCCAAATACTTGC 
CCTTTCAGCAACTTTGAGAAACCCCAAAGAATTTGCTGAACAATTTTTTG 
AGACTGAATTTGAGGAGGTCAAGGAAGCTGGAAGTCCAAGCCCGAGAAGA 
ATTATAGTCATGTTTGAGCCAAGAAGGTTTACTGGAGAACAACTAATCAA 
GCAAATTGTTGAGAGACTAACTAGAAAGAACATAAAGACCTTGGTATTTT 
TTGACTCCAGAAAGGGGACAGAAAGAATCATGAGGCTTTTCCTGTTCTCA 
GATGCTTTTGATAGGATCACAACATACAAAGGGACGCTAACTAAGAGGGA 
AAGGTT TC TAATAGAGAGAG AC TTT AGGG AGGGC AACC TCACAGTTCTCC 
TAACGACAAATGCACTCGAGTTGGGAATTGACATTGGAGATTTAGATGCA 
GTAATAAACTATGGGATTCCTTCAGATGGATTGTTTTCACTAATTCAAAG 
ATTTGGTAGGGCCGGAAGGGATCCAAATAGAATTGCAATAAACGGGATAA 
TTTTGAGAAGAAATGGATTGGACTACTATTACAAAGAACATTTCGATGAG 
CTCGTTGAGGGAATAGAAAAGGGCCTAGTGGAGAAAATCCCCGTTAACTT 
GGACAATGAAAAGATAGCGAAAAAGCACCTCCACTATGCCATAGCTGAAC 
TTGGAGTTGTCTCAATTAAAGAAATTGAGGGGAGATGGAAGAGATTCATA 
AAGACCCTCGTAGAGGAGGGATACGTGGAAGTTACAAGAAATCCAATAAC 
TGGAGAGGAAGAAATAAGACTCAGAAGACCTCCTGTCTATTCTTCAATTA 
GAACGGCGAGCGATGAAAGCTACTTCTTAGTCGTGGATGAACCCTGGATA 
AGGGGAGCTTTGCAGAGGAAGAGGGGAGCCGAACTTCTCCGTTTTGTAAA 
CTACCTCAAAGTTAGAGGAATGGTAGTTGAGGAAGTTGATGAGATAGAAT 
TCCACAGAAGTCTACTCCCTGGAATGGTCTACCTTTCAAGGGGAAGGCCC 
TACATGGCAGTTGATAAGATAAAGATTGAGAAGTTCCACTTCGTTTTTGC 
GAGGCCTCTTCCAATCGAAGAAGAAATAGATACTAGTTCAAGTAAAATTG 
AAAACATTGAGATACTTGAGGTTAAAGACGAGAAAACTGTTGGCCCAATA 
AAAGTGAAGTTCGGAAGACTTAGAGTAAGGCACGAATACACTGGATACGC 
CGTGAGGGGAAGAGACGTTGAAAGGCACGTTAAGAGATTAGAAGAGCTAA 
AAGATGAGGGGATACTAAGGGGAGAGATTGACATCGTCCCATACATTTGG 
GAATCCTGGAAGTTTGCGAGGGTACTCTTTGACACCCCCTACATTAGAGA 
GTTTGAAACTGAAGGTTTCTGGCTTGAGTTTCCAAACGATATTAGGATAG 
TTCCCGAAGAGGAGTTTAGGGAATTCTTTGCAGTGGCCTCTGAGATAGAT 
CCAGAGCTCGCGATGTTCCTCTACAACAGAATTAGTAGAAAATCTCTATT 
CCCCACGCTTCTGGGAGCAACCACACACTACATAAGGAGTTTCATCCTTC 
( cont . ) 
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FIG. 22 (cont.) 

ACCACGCCAAAGATAAGGGAGAAGAATTCGCATTTGCCGTAAAAAAGATG 
ATCGACAGCAAGGATGGGATAGGCTCAGGGCTTCATGCAATTGAGCCCAA 
TATAATAAAGCTTGCTCCAGTTGTGACTCATGTGGATTCGAGAGAAATAG 
GCGGCTACAGCTACGATGACTTCCATGGAAAGCCAGTGATCTTCATCTAT 
GATGGGAATGAAGGCGGAAGCGGAATAATTAGGCAGGTGTATGAGAACGT 
AGAAAAGCTGATGTACAGGAGTTTGGAGCATATAAAGAAGTGTCCATGCA 
AAGACGGCTGTCCTGCCTGCATATATTCTCCCAAGTGCGGAACTTTCAAT 
GAATTCCTCGACAAGTGGATGGCAATAAGAATATGGGAAAAAGTCCTTCC 
TTAA 
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ATGTTAATAGTTGTAAGACCAGGAAGAAAAAAGAATGAGCTCGAGGCTTTTA 
TAATTGAAAACCCTCCAGAAAAGCTCTCTCAAAGAAGAAATTTAAAAGCTGA 
TAGGGTAGTTAGGCTCATAATGAGAGATAATAGACTTTTTAAAGCTCTTGAA 
GGAAGTCAGTATTTAAATCCAAAGGAAGTGGAGAGAGCCCTTAGAAATTCAA 
GGATAGTTCTGGTGAATGCCAACGAGTGGGAAGAGTACTTTAAGAAGAGGTT 
AATGAACAAAAGAGTTGAAAAAGCTGACATCTGTAGGCTCTGCCTTCTCAAT 
GGGAAGATTACAGTACTCACTGAGGGAAACAGGATAAGATACAGAGATGAAT 
ACATATGTGAAAGTTGTGCCGAGGAGGAGTTGAAGAGAGAGTTAAGATTTCG 
ATTTAATTCCATAGGAATGCTTGAACAGGCAAAGAAGCTTTTAGAGAGATTC 
AGAGATTTAGACAAGGTGATTTCAATTTTTGATCCATCCTTTGACCCCACTA 
AGCATCCAGAGATAACAAAATGGGATGAGGTAAAGGCCAAGCATATAAGGGT 
CGAGAAGATGCATATAGATGAGCTCAACATCCCCGAAGAATTCAAAAAAGTT 
CTAAAGGCCGAAGGAATAAACGAACTACTCCCCGTTCAGGTGCTAGCGATTA 
AAAACGGCCTCCTAGAGGGGGAGAATTTATTGGTGGTTTCAGCAACTGCGAG 
TGGAAAAACTCTAATCGGAGAGCTTGCAGGTATTCCTAAGGCTCTAAAGGGA 
AAGAAAATGCTGTTCCTAGTTCCTCTAGTAGCTTTAGCAAACCAAAAGTACG 
AGGACTTCAAGAGAAGATACTCAAAGCTTGGATTAAAAGTAGCCATTAGAGT 
CGGAATGAGCAGGATAAAGACCAAGGAAGAGCCAATAGTTCTGGATACTGGA 
ACAGATGC AC AC ATAATAGTGGGGACTTACGAAGGAATAGAC TAC C TTC TCA 
GAGCTGGTAAAAAGATAGGAAACGTTGGAACGGTTGTAATAGATGAAATACA 
CATGCTCGATGATGAGGAGAGAGGAGCTAGGCTAGATGGGCTCATTGCAAGG 
TTAAGGAAGCTCTATTCAAATGCCCAATTTATTGGGCTTTCAGCAACCGTAG 
GAAACCCTCAGGAGTTAGCCAGGAAGCTAGGGATGAAACTAGTGCTTTACGA 
TGAAAGGCCCGTTGACTTAGAGAGGCATTTAATAATTGCGAGAAATGAGAGT 
GAGAAGTGGAGGTATATAGCTAAGCTGTGCAAAGCCGAGGCCATGAGAAAGA 
GCGAGAAGGGATTCAAGGGGCAGACGATAGTATTTACATTTTCAAGGAGAAG 
ATGCCATGAGCTTGCCTCATTCCTAACGGGGCAGGGATTGAAGGCTAAGGCC 
TACCACTCGGGCCTCCCCTATGTTCAGAGAAAGCTTACCGAAATGGAGTTTC 
AAGCTCAAATGATTGATGTAGTTGTAACAACAGCTGCTTTAGGAGCGGGAGT 
TGATTTTCCAGCATCCCAAGTCATCTTCGAAAGCTTGGCCATGGGAAACAAG 
TGGATAACAGTTAGGGAGTTTCACCAAATGCTTGGCAGGGCTGGAAGGCCAC 
AGTACCATGAGAAAGGTAAAGTTTACATAATAGTCGAGCCTGGGAAAAAGTA 
CTCAGCTCAGATGGAGGGAACTGAAGATGAAGTCGCCCTCAAGCTCTTGACT 
TCACCCATAGAACCAGTAATTGTTGAGTGGAGCGATGAATTTGAAGAGGATA 
ATGTCTTAGCTCATGCCTGTGTGTTTAATAGACTTAAAGTTATTGAAGAAGT 
TCAATCCCTCTGCCTGGGAGCAAACCAAAGTGCTAAAAATGTTTTGGAAAAA 
CTTATGGAAAAGGGGCTCGTCAAAATATATGGAGATAAAGTTGAAGCAACCC 
CATATGGAAGGGCGGTGAGCATGAGTTTCCTACTTCCTAGGGAGGCAGAGTT 
CATCAGAGATAACTTGGAGAGCACTGATCCAATTGAGATAGCAATTAAACTG 
CTACCGTTCGAAAACGTTTACCTCCCAGGATCGCTCCAGAGGGAAATAGAGT 
CAGCTGTTAGAGGAAAGATAAGCTCAAACATCTTTTCAAGCTCCTTTGCATC 
AGTGCTAGAAGAGCTTGACAAGATTATACCCGAAATAAGCCCAAATGCTGCA 
GAAAGGCTATTCCTAATATACCAAGATTTCTTCAACTGCCCAGAGCAAGACT 
GTACGGAGTTTGCAATGGAGAGAATTGGGAGAAAGATCATTGACTTAAGAAG 
AGAGGGATACGAGCCCTCAAAAATCTCTGAGCACTTTAGGAAGGTCTATGCA 
TTAATATTATACCCTGGAGATGTTTTTACATGGTTAGACGGAATTGTGAGAA 
AACTCGAGGCAATTGAAAGAATAGCCCGAGTGTTCAATAAGAGAAGAGTGGT 
AGAAGACACAATCAGGGTTAGAAGGGAAATTGAAGAAGGAAAAATTTTGAAG 
GGTGAGAGAC GATGA 
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FIG. 24 

ATGCACAAATACTTCTTTCCATTACCTGCAACTAAGTCAACTTTCTTGCTC 
CCTGCCGACCTCACCACAGCAAATCCATGCTTTTCCAAGAGCTTAATCAAT 
TCTCTCTCTGCCTGGGCCCCTTTTCTATACATACAATGTTTTTCCTATCTA 
CCTCTTATAAACTTTTTAAACTCCTTGACATACCCTCTCGAGATGCACATA 
TTGATAAAAAAGGCAATAAAAGAGAGATTTGGAAAGTTGAATGCCCTTCAA 
CAATTAGCCTTTCATAAAATTAGGGGAGAAGGTAAAAGTGTTTTAATAATA 
GCTCCGACAGGAAGCGGAAAAACTGAAGCCGCAGTAATTCCAATCTTAGAC 
GCAATACTAGGGGAGAATCTTAAACCTATAGCAGCTATTTATATAGCCCCA 
TTGAAGGCACTAAATAGGGACTTGCTAGAGAGACTAAAGTGGTGGGAAGAA 
AAAACTGGGGTAATAATAGAGGTTAGGCATGGGGACACGCCTACCTCAAAA 
AGATTGAAGCAGGTAAAAAATCCTCCCCACCTATTAATTACAACCCCTGAA 
ATGCTCCCTGCTATTCTTACGACAAAGTCCTTCCGTCCCTATCTTAAGAAC 
ACTAAATTTATCGTGATAGACGAGATTGGTGAACTTATAGAGAATAAAAGA 
GGAACCCAGCTAATCCTAAATCTAAAAAGACTTGAATTAATTACAGAAGAT 
AAAC C AATAAGGATTGGC C TTTC TGC AAC AATTGGAAGTGAAGAAAAGGTA 
AGGCTTTGGATGGAAGCGGATGAAGTGGTAAAGCCTCGACTAAAAAAGAAG 
TACAAATTTACCGTTTTATACCCTCAGCCAATTCCAGAGGATGAAAAGCTT 
GCTGAAGAGCTCAAAGTTCCAATAGAAGTTGCAACGAGGCTAAGAGTTGTG 
TGGGATATTGTAGAAAAGCACAAGAAGGTATTGATCTTTGTTAATACCCGA 
CAATTTGCAGAGATCTTAGGGCATAGACTTAAAGCTTGGGGAAAACCTGTT 
GAAGTTCACCATGGTAGCCTTTCAAGGGAAGCAAGAATAGAGGCAGAGAAG 
AAACTTAAGGAAGGAAAAATAAAAGCACTAATTTGTACCTCATCAATGGAA 
CTTGGCATTGACATAGGGGATGTTGATGCAGTTATTCAGTACATGAGTCCT 
CGACAGGTAAATAGGCTAGTCCAGAGAGCTGGAAGAAGCAAACATAGACTG 
TGGGAAACAAGCGAGGCTTACATCATAACCACAAACGTAGAAGATTATCTC 
CAAAGCTTGGCAATAGCAAAGCTCGCACTAGAAGGAAAACTGGAAGATGTA 
AATCCCTACGAAAATGCCCTTGATGTCCTGGCTCACTTTATAGTTGGTTTG 
ACAATAGAATACAGAAATGTTAACATTACTGAACCCTATTCCCTTGCGAAA 
TCTACTTATCCCTACAGAAAGCTCTCCTGGGAAGACTATCAGAAAGTTTTA 
GAGATTTTAGAAGAGGCTAGAATAATAAGAAGAGATGGAGATGCAATTAAG 
CTGGGAAAAAATGCCTTTAAGTATTATTTCGAGAACCTCTCAACAATACCT 
GACGAAATAAGTTATGCAGTTATAGATATTGCAAGTGGAAAATCTGTTGGA 
AGACTAGATGAAAACTTTGTTACGGAACTTGAAGAGAGTATGGAATTCATC 
ATGCATGGAAGAAGCTGGATCGTGCTGGAAATTAACGAAAAAGAAAGGATA 
ATAAAGGTTAAGGAGAGGAACAATTTAGAAAGTGCACTGCCAAGTTGGGAA 
GGGGAGCTCATTCCAGTTCCTTTGGAAGTTGCAGAATTTGTTGGAAAGCTG 
AAGAGAGAGCTCCTATGGGACAAAGAGAGAGCATTAAAACTGCTTGAGGGC 
GTTGAATTTAATAAGGAAGAACTCGAGGTTGCAATTTCCCAACTAGTAGAA 
TCAGAACCAGTGGCGAGTGATAGAGATATCATTATAGAATCCTATCCAAAA 
TTTGTGATAATTCATGCTGATTTTGGAAATAAAATTAACGAAGGGCTCACA 
AGATTTATCTCAGTGTTTTTATCCGCCGGATATGGGAATATTTTCCTCCCA 
AGAAGTCAAGCTCATGGAATTATAATTAGAAGCCCATTTAGGCTTAATCCT 
GAAGAAATAAAGGAAATACTGTTAATGAAAGCAGAAGTTGGAGATATTGTT 
GCTAGAGGAATTAGAGACACTCCAATATACCGCTGGAAGATGAGTGCAATT 
GCTAAGAGATTCGGTGCCCTAAGAAGGGACGCGAGAATAAAAAAAGTAGAA 
AGGCTGTTTGAAGGGACAATAATAGAGAAGGAGACTTTTAATGAAATTTAC 
(cont. ) 
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FIG. 24 (cont.) 

CATGATAAAATCGACATTGATAAAACAGAGAAAATTCTAGAAAAAATAAGA 
AAGGGAGAAATTAGAATGAAAACTTTGTTCAGAGAGGAAATAACGCCTCTT 
TCCTCTTCTTTGGCAACCCTAGGAGGAGAGTTTCTAATTAGAGATATACTT 
ACCCAGGAGGAAGTAGAAGAGATATTTAGGGAGAAGTTACTCGATGCTGAG 
TTAGTCATGGTTTGTACAAACTGCGGATTTTCCTGGAGAACAAAAGTTCGC 
AGGGTTATGGATAGAGTCAATGAGTTAAGCTGTCCCAAGTGTGATTCCAAA 
ATGATAGCTCCTCTACACCCCAAAGATTCCGAAACTTTCATCTCAGCTCTC 
AAAAAGTTAAAAAGAGGAGAAAAGCTTAGTAGGGAAGAAGAAAAGTATTAC 
GTTAGAGGTTTAAAGGCGGCTGATTTACTTAAAGCCTACGGGAAGGACGCT 
CTTTTAGCATTAGCTACCTATGGGGTTGGGGTAGAAAGCGCCACCAGAATA 
CTTAGGGATTATAGAGGAAAATCCCTTATAAAAGCACTTATCGAGGCAGAG 
AAACACTACATCCAAACTAGAAAGTTTTGGGAATAG 
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FIG. 25 

GTGATGTTATTAAGGAGAGACTTAATACAGCCTAGGATATATCAAGAGGTA 
ATATACGCCAAGTGCAAAGAAACAAACTGCTTGATTGTTCTGCCCACAGGA 
TTAGGTAAGACGCTGATAGCTATGATGATAGCAGAGTATAGATTAACGAAA 
TATGGCGGAAAAGTTCTAATGCTCGCCCCCACTAAGCCTCTCGTTCTTCAA 
CATGCGGAAAGTTTTAGGAGGCTATTTAACCTCCCTCCAGAAAAAATTGTA 
GCACTTACTGGAGAGAAGAGCCCAGAAGAGAGAAGTAAGGCCTGGGCGAGA 
GCAAAAGTAATTGTAGCCACTCCTCAAACTATTGAAAATGACTTATTGGCG 
GGAAGAATATCTTTAGAAGACGTTTCGCTAATAGTATTCGATGAAGCTCAC 
AGAGCTGTGGGCAATTACGCTTACGTCTTTATAGCAAGAGAGTATAAAAGA 
CAGGCCAAAAACCCACTTGTTATAGGGTTAACAGCGTCCCCTGGGAGCACT 
CCTGAAAAGATCATGGAGGTAATAAATAACTTGGGAATTGAGCATATTGAA 
TACCGCTCCGAAAATTCTCCCGATGTTAGACCTTACGTTAAGGGAATAAGG 
TTTGAATGGGTTAGGGTTGATCTCCCAGAAATATACAAGGAAGTAAGGAAA 
CTTTTAAGAGAAATGCTTAGAGATGCCCTTAAACCGTTGGCAGAAACTGGA 
CTTCTTGAATCTTCTTCCCCAGACATTCCAAAGAAAGAAGTTCTTAGAGCT 
GGGCAAATAATAAACGAAGAAATGGCGAAAGGTAATCATGATCTCAGAGGC 
TTGCTTCTCTATCACGCAATGGCTCTTAAGCTACATCATGCAATTGAGCTG 
TTGGAAACCCAAGGGTTATCCGCCCTGAGGGCTTATATAAAGAAGTTGTAT 
GAGGAGGCAAAAGCGGGATCAACAAAGGCTAGCAAGGAAATATTCTCGGAT 
AAGAGAATGAAAAAGGCAATCTCACTTTTAGTTCAAGCGAAGGAGATTGGG 
C TTGATCACC CCAAGATGG AC AAGTT AAAAGAAAT AATT AGGGAAC AAC TC 
CAAAGGAAACAAAATTCCAAAATCATAGTTTTCACTAACTACAGAGAAACT 
GCAAAAAAGATAGTC AATGAAC TTGTGAAAGATGGAATAAAAGC TAAAAGG 
TTCGTTGGACAGGCCAGCAAAGAAAATGACCGTGGACTGAGTCAGAGAGAG 
CAGAAATTAATTCTTGACGAATTCGCTAGAGGAGAATTCAACGTTCTAGTG 
GCAACGAGTGTAGGAGAGGAAGGACTTGACGTGCCGGAAGTTGATTTGGTT 
GTGTTTTATGAGCCAGTACCATCTGCCATAAGGAGCATCCAAAGAAGGGGT 
AGAACTGGCAGGCATATGCCGGGGAGAGTTATAATCCTAATGGCCAAGGGG 
ACTAGAGATGAAGCATACTACTGGAGTTCCAGGCAAAAGGAAAAGATAATG 
CAAGAGACAATAGCTAAGGTGAGTCAGGCAATTAAAAAGCAGAAGCAAACT 
TCTCTAGTTGATTTTGTGAGAGAAAAAGAGAGCGAAAAGACCTCTCTAGAC 
AAGTGGTTGAAAAAGGAAAAAGAAGAAGCAACTGAAAAAGAGGAAAAGAAG 
GTAAAGGCTCAAGAGGGTGTAAAAGTCGTCGTAGATAGCAGAGAGCTTAGG 
AGTGAGGTTGTGAAGAGACTTAAACTTCTTGGTGTAAAGTTAGAGGTTAAA 
ACGCTCGATGTGGGAGATTATATAATTAGTGAGGACGTTGCAATTGAGAGG 
AAGTCAGCTAACGACTTCATTCAGTCAATTATTGATGGTAGACTTTTTGAT 
CAAGTTAAGAGGCTCAAAGAGGCATACTCAAGACCGATAATGATAGTCGAA 
GGTTCTTTATACGGAATTAGAAACGTCCATCCAAATGCAATAAGGGGGGCA 
ATAGCAGCGGTAACCGTAGACTTTGGGGTCCCAATAATATTTTCATCTACT 
CCAGAGGAAACCGCTCAATACATCTTTCTAATTGCAAAGAGGGAGCAAGAG 
GAGAGAGAAAAACCTGTGAGAATTAGAAGTGAGAAGAAGGCCCTTACCCTT 
GCCGAGAGGCAGAGGTTAATAGTTGAGGGATTACCTCACGTCTCAGCAACT 
CTAGCTAGGAGATTGTTGAAGCACTTTGGAAGTGTGGAAAGGGTATTCACT 
GCAAGCGTTGCTGAGTTAATGAAAGTTGAAGGCATAGGAGAGAAGATTGCT 
AAGGAGATTAGAAGGGTAATAACTGCCCCATATATAGAGGATGAGGAGTAG 
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FIG. 26 

TTGAAA6GGTTGTTTAGGGACGTTATCCTCCACAACCCCCACCTTTTTGTT 
TATTCCTATTCTGATAAAGGCATCATTCCTTTCAAGCATCAGTTCCAGACC 
CTCTATCATGCCATGCTCATGAGGCCAGTGAGGCTAATGATAGCTGATGAG 
ATAGGTCTCGGAAAGACCATTCAAGCTCTTTTAATAGCCAAGTACCTCGAT 
TTTAGGGGAGAGATTGAGAAAGCCTTGATAGTCGTTCCAAAAGTTCTGAGG 
GAGCAGTGGAGGGAAGAAGTAAAGAGGATCTTAGAGGAAGCTCCGGAAGTG 
ATAGAGAATGGTAGCGAAATTGAATGGAAGTTGAAAAGGCCGAGGAAGTAC 
TTCATAATATCAATAGACCTAGCTAAGAGATACACCGAGGAAATACTCCGT 
CAAAAGTGGGATTTAGTAATAGTTGACGAAGTCCACAACGCCACCCTGGGA 
ACACAGAGATATGAGTTCTTAAAAGAACTAACCAAGAACAAGGATTTGAAC 
GTTATATTCCTTTCAGCAACCCCCCACAGGGGAAACAATAGAGATTACCTT 
GCGAGGCTTAGGCTCCTCGACCCAACTATACCAGAGGAAATATCCCCAATG 
CACGAAAGGAAGATCTACATGAAGTCAAGAGGGACATTGGTACTAAGGCGA 
AGTAAGAAGGTTGTCAACGAACTTGAAGGAGAAGTGTTCAAGAAGTGTCAC 
TTTGGGGCTGTCGTGGTAGAAGTTAGCAGAGAGGAGAGGGAGTTCTTTGAA 
GAGTTAAATAGAGCGC TATTCGAGC TGATTAAGGATC AAGC TGATTAC TC T 
CCCTTAACTCTTCTTGCAGTAATCATTAGGAAGAGAGCCTCGTCCAGCTAC 
GAAGCGGCTCTAAAAACCCTAACCAGGATCGTTGAAAGCGCTTATATAAGT 
GGGCAAGAAAGAGCCAGAGGCGTTGAATCATACATTGAAAAGATCTTTAGA 
ATGGGGTATGAGGAATTGGAAATAGAAGAATTTAACGAGATAGATGATGCG 
ATACACAAAATAATAGATGAATATAGGGGATTCTTAACTGAAGAGCAACTC 
GAAAGGCTTAGAAGAGTTCTCGAGCTTGGAAAGAAAATTGGCAGCAAGGAT 
AGCAAGCTTGAGGTTATATCCGATATAGTTGCTTATCACATTAGGAACGGC 
GAAAAGGTCATAATATTCACGGAATTTAGAGATACCCTCGAATACGTACTT 
GAGAGGTTACCAGATATCCTAAGGAGAAAGCACGGCATTGTTTTGGAAAAA 
GATGACATTGCAAAACTTCATGGGGGCATGAAATCTGAGGAAATAGAGAGG 
GAAATCAACAAGTTTCATGAAAGGGCTAACCTATTAGTCTCTACGGATGTT 
GCATCCGAAGGACTTAACCTGCACGTTGCAAGTGTTGTAATAAACTACGAG 
GCCCCCTGGAGCCCAATAAAGCTCGAACAGAGGGTGGGAAGAATATGGAGG 
CTCAACCAAACGAGAGAAACCAAAGCATATACCATATTTCTTGCAACGGAA 
ACGGACTTGGATGTTCTAAACAACCTCTATAGAAAGATTATGAACATAAAG 
GAAGCCGTGGGAAGTGGACCCATTATTGGAAGGCCAATATTTGAAGGAGAC 
TTTGAAAATCTATGGAATGAAGGTGCCGAGGAAGAAAATAGAGAAGTCTCA 
GAGTATGAGCTTATCCTAGCCTCAATTAAGGGAGAACTCAAGGGCTATGCC 
GGGGCTCTAGTTAGGACTCTCAGAATCCTAAAGCAGAAAGTGGAGGGAGCA 
GTTCCTGTAAATCCTGCGGGAAGCATAAGGAGAGAGCTCGAGATAATTTTA 
GAGGACACTCCTGATGTGGAAGTATTAAAGAAAATCGTTAATAGGAACGTT 
CCAAATCCGTTCCGCTTGGTGAGAGGACTTTTAAGAGAAGCCGAGGGGATT 
GAGGGAATTAGAGTATTAGTTAAGGGCTATGATGGCTCTATGGATGTGTAC 
TATGCCATATTCTACGACGAAGATGGGAGAGAAATTTATAGATATCCAATT 
CTTGCTGAGAACGGAAAGTACCTTGTTGGATTCAACTTACTCAAGAGGATT 
AGTGAGGTACTATCCAAAGAGTACAAGGTCGTTAGAGGGGCAAGTGAAGAG 
GTGGACTATAAAGTTAAGACGCTAGTTATGGACAACATATACAATTTAATC 
GTGAAGAAGTATCTGGAATACGATAGCTTAAACATCAAAGAAGGTAAAATC 
TTCAAGAGGCTTAAGGTTGAAATAAAGAAAGCCCTCGAGGTAAAGGGGATA 
( cont . ) 
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FIG. 26 (cont.) 

AGTGAAGAAGAATTCGAAGTCATCAAGAGAGTTCCCCCTGAGATTATGGAA 
GTTCTAGGGTTAGATTCCACAAAAATAGAACTACCTACCAACGAATACCTC 
AAGATCTTCGAAAGGAACTTTGTTCCTCTGGATAAAATCCTTGAGAGTGAA 
AAGAAGGCCATGGAAATAGTCATGGAGCTAGAGAAGAGCAGAGGATATAAC 
GTTGAGGACGTATCTTTAAGGGAGCACTATGACATAAGGGCCTTTACAGAT 
GGTGAAGAGAAGTACATAGAGGTCAAAGGCCACTATCCAATGCTCCTACTT 
GCGGAGTTAACGGAAAAGGAATTTGAGTTCGCACAAAAAAATGAAGATAAG 
TACTGGATATACATAGTCTCGAACATTGCCAAAGACCCCGTAATTGTAAAA 
ATTTACAAACCATTTTCCCAGGATAGAAGAGTATTCGTGGTTAAGAATGGG 
GAAGATGTTGAGGTTAATATCAACATTGAGATAAAGAAGAAAGATAGGCAT 
TTACTTAAGTTAAGCTAG 
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FIG. 27 

GTGATTACTTTGGAGCTACATCCAAGTGAGATAGCTAGATATTTCGAGCTT 
GAAGAGTGTTCCCACTATTTCTCTAACCTACTTTTAAGAAAGAGAGGCGAA 
TTGCAGGAATTTGAGCCGATAATAAGGAGAAAAGAAATAGAAACCATAGAG 
CTCGCCAAATGGGGAGACGAGTTCGAGCTCTCCCTTCTTCAGGAATTTAAA 
AAAGGTGAAGCATTAAAAAAGCTTGGAGTTAAAGAACTACCAAGATTCTAT 
GGTTTTTTAACGGAAAACGACACCCCTGTAAGAAAGTTCTTTGAAAAGTAC 
TTTAAAGATGGAATAATAGTGGAAGAAGATCCAGACAAACTTTTAGAAATT 
AT AAACAGTGAGAAAAGTGC C GTTAT CTATC AAGCC CC C TTAAAAGGC AGA 
ATAGGGAAATTTGATGTCTCAGGAAGGGCAGACTTCATAATAAAGGTTGGG 
AAAACACTTTACCTACTCGAGGCTAAGTTTACTAAGGAAGAGAAGTTCTAC 
CACAGGATTCAGGCCATTATCTATGCTCACCTTCTAAGTCAAATGATCGAA 
GGTTACGAAATTAAACTAGCTGTTGTAACAAAGGAGAACTTTCCCATTCCC 
TCAAACTTCCTAAGATTCCCAGGAGACGTGGAAGAGTTAAAGATAACCCTA 
GAAGAAAAGCTTGGTGGAATACTAAGAGAACAAGAACTTTGGATAGACGCA 
AGGTGTACTACTTGCCCCTTTGAGGCTTTATGCTTGTCTAAGGCTCTTGAG 
GAAAGAAGTCTAGGACTATTAAGCCTTCCCCCTGGGATAATTAGAATACTC 
AAAGAAGAAGGGATAAAAGACTTAAAAGACATGGCTAAGCTATTTGAATTC 
AAAGAAAATTCCCCTACAAACTTTGAAGAGCCCTCAATAAAAGATCCAAAG 
AAGACTCAAGAGATAGCAAAAAGAACGGGAATAAACTTACTAAAGCTCTCA 
AGGATAGCTCAGGCAATCCTTAAATATTTAGATGAGGGAGAAACAACACCC 
CTGTTCATCCCCAGGACGGGGTATAATCTGCCAATGGATGAGAGAGTAGGT 
GATGTTGAGCCCTCTTACTATCCTCCAAGGAGCTTAGTGAAAGTGTTCTTC 
TATGTCCAGACAAGCCCAATAACAGACACAATAATCGGAATTTCAGCCCTT 
GTAAAGAATAGGCAAAATGGAGAGCGGATAATTGTTAAGTTCGTCGATGAG 
CCCCCCATAGAAGTTTCAGATGCCCAAGAAAAGGAGAGAATGCTTCTAATT 
GAGTTCTTTAGGGATGTTATTGATGCCGTAAAGTCACTATCTCCAACCGAT 
AAAGTCTAC C TAC AC ATGTAC TTTTAC AATAGAAAACAGAGAGATGAC C TT 
ATGGATGCCGTAAAGAGACACAAAGAGATAAGAGAAAACAATGCAGTCATG 
GCCTTGCTAAGCTTGAGAAGAGCCATAGATTGGGAGAGCTTTTCAATAATA 
AAGGATGAGATAATAAGGAGGCATGCCTTACCACTTTCTCCTGGCCTGGGA 
TTCGTTACAGTTGCTACTCAGTTTGGATACAGATGGAGAAGGAACAAAACC 
TTTGCGCGAATGCTTGAGGTTGTAGCAAGAAGAGAAAATGGTAAGATAAAT 
CTCAAAACTCTCCTTAACATTTCTGAAACGGGAATTGGGCCAGAATATTAT 
CCAATCATCGATAGGGATAACGAAGGAATACCCTTCACACTTTTCTGGAGC 
GCACTGGTCAAATTAGCTACTGAGGAAGACAATTCAAGAATTAAGAGGGAT 
ATAAGGGACATAC TC TCC C AAATGGTTGAGGCCC TC AAAAC AATTGAAG AG 
AGAATTCCGGAGCAATATAAAGACGCCTTCGTGAAAAAAGAGGGAATACCC 
AAAGAAGATCTCGAAAACTTTGACATAAAGAAGGAAGAATTAGCTGATATC 
CTTCTTGAATACTTACAATTAGAGTTCGATGCAAGATTTAGAGAACGATCC 
GAATACTATAGGCTTCCCCTATCAATAAGAGCATACTCAGAGGAATCAGCA 
CTAATTAAGATAGAAAACATTGAAAAGAAGAAAAATGACTGTCTGTTGTTT 
GGAAAAATCGTGCTAATTGACGAAAATGGAAGAATAAAAGAGTATAATCCA 
AAAGAAGTTCTTATAGATATTGATGAAGGTTCTCTTGTAGTTGTAACGCCA 
AAGAAATTCTTAGATAAGCTAAGAAGAGATCCCGTTCAAAGAATAAGCAAA 
TCACCGTTAGGAATAGTTGAGGCTATAGATCACGAGACAGGAAAAGTTGTT 
ATAAGGTTAATAAGAGTCTCTCCAGGCAGATTTACACTCAAACACTCTAAG 
(cont.) 
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FIG. 27 (cont) 

TTTAGTTGTAAAAATGGACTATTGACAATAACCTATCCTGAAGGGGAAGTG 
AAAGTTACTCCTGGAGAGATAGTTATAGTAGATCCTAGCGTCGATGACATA 
GGAATGGAAAGGGCATACAATGTGCTCTCAGAAATATCCCAAGGGGAACTG 
AAGCATGAAATTTATCAGAAGGTCAAAGCAATATACGAAGGGAACACGGAA 
TCAAGATACGAAGTCAACATCTGGAAGAAAAAGCACATAGAAGAATTTCTC 
TCCAGAGTTAAGAAGATCAACGAAGAACAGAAAAAGTTTGCAATTGACATA 
AACAACTTTCTAGTCACCCTTCAAGGCCCCCCTGGGACTGGGAAGACATCA 
GGGGCCATAGCCCCAGCAATTCTCGCAAGAGCATATTCAATGGTGAAGGAC 
AAAAAGAATGGCCTCTTTGTAGTTACTGGAGTCTCACACAGGGCAGTTAAT 
GAGGCCCTGATAAAGACTTTAAAGCTAAAGAAAGAGCTGGAGAATACATTA 
AAAGAGCTTAGAAAGATAGATCTAATTAGAGCAGTCTCTGGGGAAGAGGCA 
ATCAAAATAATTAAAGAGGAACTAGAGAGGGAAATAAAGGATGATGTCGAC 
AGAATTAGATTTACAGCACAAGAAATTACCCACTCTTCAAAGCAAAGATCA 
TTAGACAAATATTTTGCTAATTCTGGAACTGTGAGGATAGTATTTGGAACA 
CCACAGACTTTGAACAAGCTTATGAAGAATACAAAAGAAGTCGAACTAGTT 
GTCATAGATGAAGCTAGTATGATGGACTTACCAATGTTCTTCCTCTCAACA 
AAAGTTTGTAAAGGTCAAGTTCTCTTGGTCGGGGATCACAGGCAGATGGAG 
CCAATTCAAGTCCATGAATGGCAATTAGAGGACAGAAAGACATTTGAAGAG 
CACTATCCATTCCTTTCAGCCCTTAACTTCATTAGATTTCTCAGGGGAGAG 
TTGGATGAAAGAGAACTTAAGAAGTTTAAGAGAATCCTTGGAAGGGAACCT 
CCAGAATGGAAGAAGGACAAGAACGAGGTTCTCCCTCTCTATAGGTTAGTA 
AGAACTTATAGGTTGCCCCAGGAAATAGCTGATCTACTGAGTGATGCAATA 
TACAGAGCAGATGGCATAAAATTGATTAGTGAAAAGAAAAAGAGGAGAAAG 
ATAATTGCCAGGCACAAGGATGAGTTTCTATCGATAGTTTTAGATGACAGG 
TATCC TTTCGTTC TAATAC TTC ATGAC GAGGGC AATTC C ACAAAGATTAAC 
GAGCTGGAAGCAAAGATAGTAGAGAAGATAATCAAAAGAGTAGAGAATATT 
GATATAGGAGTTGTAGTTCCATATAGAGCTCAAAAGAGATTAATAGCTTCA 
TTAATAGATAGTGCCCAGGTGGACACAGTTGAGAGATTCCAAGGGGGAGAG 
AAATCTTTAATAGTAATTTCAATGACTTCCAGCGACCCCCGCATACCTGGG 
AAAGGTTTTTGA 
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FIG. 28 

ATGAACATAAAGAGCTTCATAAACAGGCTTAAGGAGCTAGTTGAAATCGAG 
AGGGAAGCTGAAATAGAGGCTATGAGGTTGGAGATGAAAAGGCTTAGCGGA 
GTGGAGAGGGAGAGGTTAGGTAGGGCAATTCTCAGCTTAAACGGTAAAATC 
GTTGGTGAAGAGCTCGGTTATTTCTTGGTTAAGTACGGAAGGAATAAGGAG 
ATAAAGACCGAGATCAGCGTTGGGGATTTGGTTGTTATAAGCAAGAGGGAT 
CCCCTGAAGAGCGACCTCCTGGGAACTGTTGTTGAGAAGGGGAAGAGATTC 
ATCGTCGTTGCCTTAGAACCAGTCCCAGAGTGGGCCCTTAGAGATGTGAGG 
ATAGACCTCTACGCCAACGATATAACATTCAAGAGGTGGATCGAAAACCTC 
GACAGGGTTAGGAAGGCTGGAAAAAAGGCTTTAGAGTTTTACTTAGGTTTA 
GATGAGCCTTCCCAGGGGGAGGAAGTGAGCTTTGAACCCTTTGATAAGAGC 
CTAAACCCCTCTCAAAGGAAAGCGATAGCTAAGGCTTTAGGTAGTGAAGAC 
TTCTTCCTTATCCACGGCCCCTTTGGAACTGGAAAGACGAGGACTTTAGTT 
GAGCTGATTAGGCAGGAGGTAAAGAGGGGGAACAAAGTTCTAGCTACAGCT 
GAGAGCAACGTTGCCGTGGACAATTTAGTTGAAAGATTGGCCAAAGATGGA 
GTTAAGATAGTTAGGGTTGGGCACCCAAGTAGGGTTTCGAGGCATTTGCAC 
GAGACAACTTTAGCTTACCTCATTACTCAGCACGAGCTCTACGGTGAGCTT 
AGGGAGCTTAGGGTGATAGGGCAGAGTTTGGCAGAGAAGAGGGACACATAT 
ACAAAGCCGACTCCAAAGTTCAGGAGGGGACTGAGTGATGCTGAGATAATT 
AAGTTGGCCGAGAAGGGAAGAGGGGCTAGAGGACTCTCAGCTAGACTAATA 
AAGGAGATGGCCGAGTGGATAAAGCTAAACAGGCAGGTTCAGAAGGCCTTT 
GAAGATGCTAGAAAGCTTGAGGAGAGGATTGCGAGGGATATAATTAGGGAA 
GCCGATGTGGTTTTGACAACTAACTCTTCTGCAGCCCTTGATGTTGTTGAT 
GCTACCGATTATGATGTTGCGATAATAGATGAAGCAACTCAGGCAACTATA 
CCGAGCATATTAATACCTCTCAACAAGGTTGATAGGTTTATACTTGCTGGA 
GACCACAAGCAACTACCACCAACTATCTTAAGCTTGGAGGCCCAGGAGCTC 
TCCCACACGCTTTTCGAGGGTTTAATTGAGAAGTACCCATGGAAGAGCGAA 
ATGCTGACAATTCAGTATAGGATGAATGAGAGGATAATGGAGTTTCCGAGC 
AGGGAGTTTTACGATGGAAGAATAGTTGCTGATGAAAGTGTAAAAAACATA 
ACTCTGGCCGACCTGGGAATTAAAGTTAATGCTAGTGGAATATGGAGGGAC 
ATCCTAGATCCAAACAACGTCCTCGTGTTCATAGATACTTGCATGCTCGAA 
AATAGGTTCGAGAGGCAGAGAAGGGGAAGCGAAAGCAGGGAGAATCCCTTG 
GAGGCCAAGATAGTGAGCAAAATCGTTGAAAAGCTCTTGGAAAGTGGGGTT 
AAAGCGGAAATGATGGGAGTGATTACACCTTACGATGACCAGAGGGATTTG 
ATAAGCTTGAATGTTCCCGAAGAAGTTGAGGTCAAGACTGTGGATGGTTAC 
CAGGGAAGGGAGAAGGAAGTGATAATTCTATCATTTGTCCGCTCTAACAAA 
GCGGGAGAGATCGGCTTTCTCAAGGACTTGAGGAGGCTAAACGTGTCCTTA 
ACTAGGGCTAAGAGGAAGCTTATCATGATTGGCGATTCCTCAACGCTTTCA 
TCTCACGAAACCTACAGGAGGTTAATCGAGCACGTGAGGGAGAAGGGGTTA 
TATGTTGTGCTAACGAAGGATAGCATTTGA 
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FIG. 29 

MIEELFKGLESEIVGLHEIPPKRGEYGEFKFRNEEWELVKRLGFRLYSHQ 
VKALEKLYSGKNVWSTPTASGKSEIFRLFIFDEILSSPSSTFLLIYPTRA 
LINNQMEKFEKENTIFEEICGKRVRAEVLTGDTEWEKRREIIRSKPNVIFT 
TPDMLHHHILPRWRDYFWLLKGLRLLWDELHVYRGIFGTNVAYVFKRLFL 
RLKRLSSSPQILALSATLRNPKEFAEQFFETEFEEVKEAGSPSPRRIIVMF 
EPRRFTGEQLIKQIVERLTRKNIKTLVFFDSRKGTERIMRLFLFSDAFDRI 
TTYKGTLTKRERFLIERDFREGNLTVLLTTNALELGIDIGDLDAVINYGIP 
SDGLFSLIQRFGRAGRDPNRIAINGIILRRNGLDYYYKEHFDELVEGIEKG 
LVEKIPVNLDNEKI AKKHLH YAI AELGWS IKE IEGRWKRF IKTLVEEGYV 
EVTRNPITGEEEIRLRRPPVYSSIRTASDESYFLWDEPWIRGALQRKRGA 
ELLRFVNYLKVRGMWEEVDEIEFHRSLLPGMVYLSRGRPYMAVDKIKIEK 
FHFVFARPLPIEEEIDTSSSKIENIEILEVKDEKTVGPIKVKFGRLRVRHE 
YTGYAVRGRDVERHVKRLEELKDEGILRGEIDIVPYIWESWKFARVLFDTP 
YIREFETEGFWLEFPNDIRIVPEEEFREFFAVASEIDPELAMFLYNRISRK 
SLFPTLLGATTHYIRSFILHHAKDKGEEFAFAVKKMIDSKDGIGSGLHAIE 
PNIIKLAPWTHVDSREIGGYSYDDFHGKPVIFIYDGNEGGSGIIRQVYEN 
VEKLMYRSLEHIKKCPCKDGCPACIYSPKCGTFNEFLDKWMAIRIWEKVLP 



FIG. 30 

MLIVVRPGRKKNELEAFIIENPPEKLSQRRNLKADRVVRLIMRDNRLFKAL 
EGSQYLNPKEVERALRNSRIVLVNANEWEEYFKKRLMNKRVEKADICRLCL 
LNGKITVLTEGNRIRYRDE Y I CE SC AEEELKRELRFRFN S I GMLEQAKKLL 
ERFRDLDKV I S I FDP S FDPTKHPE I TKWDELKAKH IRVE KMH I DELN I PEE 
FKKVLKAEGINELLPVQVLAIKNGLLEGENLLWSATASGKTLIGELAGIP 
KALKGKKMLFLVPLVALANQKYEDFKRRYSKLGLKVAIRVGMSRIKTKEEP 
I VLDTGTD AH I I VGT YEG I D YLLRAGKKI GNVGT WI DE I HMLDDE ERGAR 
LDGLIARLRKLYSNAQFIGLSATVGNPQELARKLGMKLVLYDERPVDLERH 
LIIARNESEKWRYIAKLCKAEAMRKSEKGFKGQTIVFTFSRRRCHELASFL 
TGQGLKAKAYHSGLPYVQRKLTEMEFQAQMIDVWTTAALGAGVDFPASQV 
IFESLAMGNKWITVREFHQMLGRAGRPQYHEKGKVYIIVEPGKKYSAQMEG 
TEDEVALKLLTSPIEPVIVEWSDEFEEDNVLAHACVFNRLKVIEEVQSLCL 
GANQSAKNVLEKLMEKGLVKIYGDKVEATPYGRAVSMSFLLPREAEFIRDN 
LESTDPIEIAIKLLPFENVYLPGSLQREIESAVRGKISSNIFSSSFASVLE 
ELDKIIPEI SPNAAERLFL I YQDFFNCPEQDC TE FAMER I GRK I I DLRREG 
YEPSKISEHFRKVYALILYPGDVFTWLDGIVRKLEAIERIARVFNKRRWE 
DTIRVRREIEEGKILKGERR 
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FIG. 31 

MHKYFFPLPATKSTFLLPADLTTANPCFSKSLINSLSAWAPFLYIQCFSYL 
PLINFLNSLTYPLEMHILIKKAIKERFGKLNALQQLAFHKIRGEGKSVLII 
APTGSGKTEAAVI PI LDAI LRENLKP I AAI Y I APLKALNRDLLERLKWWEE 
KTGVIIEVRHGDTPTSKRLKQVKNPPHLLITTPEMLPAILTTKSFRPYLKN 
TKFIVIDEIGELIENKRGTQLILNLKRLELITEDKPIRIGLSATIGSEEKV 
RLWMEADEWKPRLKKKYKFTVLYPQPIPEDEKLAEELKVPIEVATRLRW 
WDIVEKHKKVLIFVNTRQFAEILGHRLKAWGKPVEVHHGSLSREARIEAEK 
KLKEGK IKAL I C TS SMELG I D I GDVDAVI QYMS PRQVNRL VQRAGRSKHRL 
WETSEAYIITTNVEDYLQSLAIAKLALEGKLEDVNPYENALDVLAHFIVGL 
TIEYRNVNITEPYSLAKSTYPYRKLSWEDYQKVLEILEEARIIRRDGDAIK 
LGKNAFKYYFENLSTIPDEISYAVIDIASGKSVGRLDENFVTELEESMEFI 
MHGRSWIVLE INEKERI I KVKE SNNLE S ALP S WE GEL I PVPLE VAE F VGKL 
KRELLWDKERALKLLEGVEFNKEELEVAISQLVESEPVASDRDI I IESYPK 
FVIIHADFGNKINEGLTRFISVFLSARYGNIFLPRSQAHGIIIRSPFRLNP 
EEIKEILLMKAEVGDIVARGIRDTPIYRWKMSAIAKRFGALRRDARIKKVE 
RLFEGTIIEKETFNEIYHDKIDIDKTEKILEKIRKGEIRMKTLFREEITPL 
SSSLATLGGEFLIRDILTQEEVEEIFREKLLDAELVMVCTNCGFSWRTKVR 
RVMDRVNELSCPKCDSKMIAPLHPKDSETFISALKKLKRGEKLSREEEKYY 
LRGLKAADLLKAYGKDALLALATYGVGVESATRILRDYRGKSLIKALIEAE 
KHYIQTRKFWE 



FIG. 32 

VMLLRRDLIQPRIYQEVIYAKCKETNCLIVLPTGLGKTLIAMMIAEYRLTK 
YGGKVLMLAPTKPLVLQHAESFRRLFNLPPEKIVALTGEKSPEERSKAWAR 
AKVIVATPQTIENDLLAGRISLEDVSLIVFDEAHRAVGNYAYVFIAREYKR 
QAKNPLVIGLTASPGSTPEKIMEVINNLGIEHIEYRSENSPDVRPYVKGIR 
FEWVRVDLPE I YKEVRKLLREMLRDALKPLAETGLLE S S SPD IPKKEVLRA 
GQIINEEMAKGNHDLRGLLLYHAMALKLHHAIELLETQGLSALRAYIKKLY 
EEAKAGSTKASKEIFSDKRMKKAI SLLVQAKEIGLDHPKMDKLKEI IREQL 
QRKQNSKIIVFTNYRETAKKIVNELVKDGIKAKRFVGQASKENDRGLSQRE 
QKLILDEFARGEFNVLVATSVGEEGLDVPEVDLWFYEPVPSAIRSIQRRG 
RTGRHMPGRVIILMAKGTRDEAYYWSSRQKEKIMQETIAKVSQAIKKQKQT 
SLVDFVREKESEKTSLDKWLKKEKEEATEKEEKKVKAQEGVKVWDSRELR 
SEWKRLKLLGVKLEVKTLDVGDYII SEDVAIERKSANDFIQSI IDGRLFD 
QVKRLKEAYSRPIMIVEGSLYGIRNVHPNAIRGAIAAVTVDFGVPIIFSST 
PEETAQ Y I FL I AKREQEEREKP VR IRS EKKALTLAERQRL I VEGLPHVS AT 
LARRLLKHFGSVERVFTASVAELMKVEGIGEKIAKEIRRVITAPYIEDEE 
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FIG. 33 

LKGLFRDVI LHNPHLF VY SYS DKG IIP FKHQFQTL YH AMLMRP VRLMI ADE 
I GLGKT I QALL I AK YLDFRGE I EKAL I WPKVLREQWREE VKRI LEE APE V 
IENGSE IEWKLKRPRKYFI I S IDLAKRYTEE ILRQKWDLVIVDEVHNATLG 
TQRYEFLKELTKNKDLNVIFLSATPHRGNNRDYLARLRLLDPTIPEEISPM 
HERKIYMKSRGTLVLRRTKKWNELEGEVFKKCHFGAVWEVSREEREFFE 
ELNRALFEL IKDQAD YSPLTLL AVI IRKRAS S S YEAALKTLTRI VE S AY I S 
GQERARGVESYIEKIFRMGYEELEIEEFNEIDDAIHKIIDEYRGFLTEEQL 
ERLRRVLELGKKIGSKDSKLEVISDIVAYHIRNGEKVIIFTEFRDTLEYVL 
ERLPDILRRKHGIVLEKDDIAKLHGGMKSEEIEREINKFHERANLLVSTDV 
ASEGLNLHVASWINYEAPWSPIKLEQRVGRIWRLNQTRETKAYTIFLATE 
TDLDVLNNL YRK IMN I KEAVGS GP 1 1 GRP IFEGDFENLWNEGAE EENRE VS 
EYELILASIKGELKGYAGALVRTLRILKQKVEGAVPVNPAGSIRRELEIIL 
EDTPDVEVLKKIVNRNVPNPFRLVRGLLREAEGIEGIRVLVKGYDGSMDVY 
YAIFYDEDGREIYRYPILAENGKYLVGFNLLKRISEVLSKEYKWRGASEE 
VDYKVKTLVMDNIYNLIVKKYLEYDSLNIKEGKIFKRLKVEIKKALEVKGI 
SEEEFEVIKRVPPEIMEVLGLDSTKIELPTNEYLKIFERNFVPLDKILESE 
KKAMEIVMELEKSRGYNVEDVSLREHYDIRAFTDGEEKYIEVKGHYPMLLL 
AELTEKEFEFAQKNEDKYWI Y I VSNI AKDPVI VK I YKPF SQDRRVF WKNG 
EDVEVNINIEIKKKDRHLLKLS 
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FIG. 34 

VITLELHPSEIARYFELEECSHYFSNLLLRKRGELQEFEPIIRRKEIETIE 
LAKWGDEFELSLLQEFKKGEALKKLGVKELPRFYGFLTENDTPVRKFFEKY 
FKDGIIVEEDPDKLLEIINSEKSAVIYQAPLKGRIGKFDVSGRADFIIKVG 
KTLYLLEAKFTKEEKFYHRIQAIIYAHLLSQMIEGYEIKLAWTKENFPIP 
SNFLRFPGDVEELKITLEEKLGGILREQELWIDARCTTCPFEALCLSKALE 
ERSLGLLSLPPGIIRILKEEGIKDLKDMAKLFEFKENSPTNFEEPSIKDPK 
KTQE I AKRTG INLLKLS RI AQAILK YLDE GE TTPLF I PRTG YNLPMDE RVG 
DVEPSYYPPRSLVKVFFYVQTSPITDTIIGISALVKNRQNGERIIVKFVDE 
PPIEVSDAQEKERMLLIEFFRDVIDAVKSLSPTDKVYLHMYFYNRKQRDDL 
MDAVKRHKEIRENNAVMALLSLRRAIDWESFSIIKDEIIRRHALPLSPGLG 
FVTVATQFGYRWRRNKTFARMLEWARRENGKINLKTLLNISETGIGPEYY 
PIIDRDNEGIPFTLFWSALVKLATEEDNSRIKRDIRDILSQMVEALKTIEE 
RIPEQYKDAFVKKEGIPKEDLENFDIKKEELADILLEYLQLEFDARFRERS 
EYYRLPLSIRAYSEESALIKIENIEKKKNDCLLFGKIVLIDENGRIKEYNP 
KEVLIDIDEGSLVWTPKKFLDKLRRDPVQRISKSPLGIVEAIDHETGKW 
IRLIRVSPGRFTLKHSKFSCKNGLLTITYPEGEVKVTPGEIVIVDPSVDDI 
GMERAYNVLSEISQGELKHEIYQKVKAIYEGNTESRYEVNIWKKKHIEEFL 
SRVKKINEEQKKFAIDINNFLVTLQGPPGTGKTSGAIAPAILARAYSMVKD 
KKNGLF WTGVS HRAVNEAL I KTLKLKKELENTLKE LRK I DL IRAVS GEE A 
IKIIKEELEREIKDDVDRIRFTAQEITHSSKQRSLDKYFANSGTVRIVFGT 
PQTLNKLMKNTKEVELWI DEASMMDLPMFFLS TKVCKGQVLLVGDHRQME 
PIQVHEWQLEDRKTFEEHYPFLSALNFIRFLRGELDERELKKFKRILGREP 
PEWKKDKNEVLPLYRLVRTYRLPQEIADLLSDAIYRADGIKLISEKKKRRK 
IIARHKDEFLSIVLDDRYPFVLILHDEGNSTKINELEAKIVEKIIKRVENJ 
DIGVWPYRAQKRLIASLIDSAQVDTVERFQGGEKSLIVISMTSSDPRIPG 
KGF 



FIG. 35 

MNIKSFINRLKELVEIEREAEIEAMRLEMKRLSGVERERLGRAILSLNGKI 
VGEELGYFLVKYGRNKEIKTEISVGDLWISKRDPLKSDLLGTWEKGKRF 
IWALEPVPEWALRDVRIDLYANDITFKRWIENLDRVRKAGKKALEFYLGL 
DEPSQGEEVSFEPFDKSLNPSQRKAIAKALGSEDFFLIHGPFGTGKTRTLV 
ELI RQE VKRGNKVLATAE S NVAVDNL VERLAKDG VK I VRVGHP SRVSRHLH 
ETTLAYLITQHELYGELRELRVIGQSLAEKRDTYTKPTPKFRRGLSDAEII 
KLAEKGRGARGL S ARL I KEMAE WI KLNRQ VQKAFE DARKLE ERI ARD I IRE 
ADWLTTNSS AALDWDATDYDVAI I DE ATQAT IPS ILIPLNKVDRFILAG 
DHKQLPPTILSLEAQELSHTLFEGLIEKYPWKSEMLTIQYRMNERIMEFPS 
REFYDGRIVADESVKNITLADLGIKVNASGIWRDILDPNNVLVFIDTCMLE 
NRFERQRRGSESRENPLEAKIVSKIVEKLLESGVKAEMMGVITPYDDQRDL 
ISLNVPEEVEVKTVDGYQGREKEVIILSFVRSNKAGEIGFLKDLRRLNVSL 
TRAKRKLIMIGDS STLS SHETYRRLIEHVREKGL YWLTKDS I 
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FIG. 40 

ATGAGGGTTGATGAGCTGAGAGTTGATGAGAGGATAAAGAGTACTTTGAAG 
GAGAGAGGTATCGAATCCTTTTACCCTCCCCAAGCCGAGGCCTTAAAGAGC 
GGGATATTGGAAGGTAAGAATGCATTAATTTCAATTCCAACGGCCAGCGGA 
AAAACACTAATTGCTGAGATTGCCATGGTTCATAGGATTTTGACCCAGGGA 
GGAAAGGCTGTATACATAGTCCCGCTGAAGGCGTTGGCTGAAGAAAAGTTT 
CAGGAGTTCCAGGATTGGGAGAAGATTGGGTTAAGAGTAGCGATGGCCACT 
GGGGATTACGACTCAAAGGATGAGTGGTTGGGGAAATACGACATAATCATT 
GCGACGGCTGAGAAGTTTGATTCCCTTTTAAGGCATGGCTCAAGTTGGATT 
AAGGATGTGAAGATTTTAGTTGCTGACGAGATTCATTTGATTGGTTCAAGA 
GACAGAGGAGCTACGCTTGAAGTTATCCTAGCTCATATGCTCGGAAAGGCC 
CAAATAATTGGACTCTCTGCAAGGATAGGAAATCCAGAGGAGCTTGCGGAG 
TGGTTAAATGCCGAGCTAATAGTCAGTGACTGGAGGCCCGTTAAGCTTAGA 
AGGGGAGTTTTTTACCAAGGCTTTGTTACCTGGGAAGATGGAAGTATAGAC 
AGGTTTTCCTCCTGGGAAGAGTTAGTTTACGATGCAATTAGGAAGAAGAAA 
GGAGCGCTAATTTTTGTAAACATGAGAAGGAAGGCTGAGAGAGTAGCTTTG 
GAGCTTTCTAAAAAAGTTAAGTCTCTCCTCACGAAACCTGAGATTAGAGCT 
TTAAATGAATTGGCTGATTCCCTCGAGGAAAATCCCACAAATGAAAAGCTA 
GCTAAGGCCATTAGGGGTGGAGTTGCGTTCCACCACGCTGGTCTTGGGAGA 
GATGAGAGGGTTCTCGTGGAGGAGAACTTTAGAAAGGGTATAATAAAGGCC 
GTAGTTGCCACCCCAACACTTTCGGCGGGAATTAACACTCCAGCGTTTAGG 
GTGATTATAAGGGATATTTGGAGGTACTCTGACTTTGGAATGGAGAGAATT 
CCGATAATCGAGGTTCACCAAATGCTTGGGAGAGCTGGAAGGCCGAAGTAT 
GATGAGGTTGGGGAGGGAATAATAGTTTCTACAAGCGATGATCCGAGAGAG 
GTAATGAATCACTACATATTTGGAAAGCCTGAAAAACTGTTCTCCCAGCTC 
TCCAACGAGAGTAATTTGAGAAGTCAAGTTTTGGCCCTAATAGCGACCTTT 
GGCTATTCAACTGTGGAGGAGATTTTGAAGTTCATCTCAAACACATTCTAT 
GCTTATCAAAGGAAGGACACATACTCTTTAGAGGAGAAGATAAGGAACATA 
CTCTACTTCCTCCTAGAGAATGAGTTCATAGAGATATCCTTAGAGGATAAA 
ATAAGGCCGCTTTCCCTGGGAATTAGGACTGCAAAGCTTTATATCGATCCC 
TATACGGCCAAGATGTTCAAGGATAAAATGGAGGAAGTTGTTAAAGATCCA 
AATCCTATAGGAATATTTCACTTAATCTCCCTAACTCCGGATATAACCCCC 
TTCAACTACTCAAAGAGAGAATTTGAAAGGCTCGAAGAGGAATACTACGAA 
TTCAAGGATAGGTTATACTTTGACGATCCCTACATTTCGGGTTACGACCCC 
TACCTAGAGAGGAAGTTCTTCAGAGCTTTCAAAACTGCACTAGTGCTTCTG 
GCATGGATAAATGAAGTCCCTGAGGGAGAAATAGTTGAAAAGTACTCGGTG 
GAACCTGGGGACATCTATAGGATAGTTGAGACGGCTGAGTGGCTGGTGTAC 
TCTCTAAAGGAAATTGCAAAAGTTCTTGGAGCTTATGAGATCGTTGATTAT 
CTTGAAACATTGAGGGTTAGGGTCAAGTATGGGATTAGGGAGGAATTGATT 
CCCCTAATGCAACTCCCGTTGGTTGGAAGAAGGAGAGCTAGAGCTCTTTAC 
AATAGCGGATTTAGAAGTATAGAGGATATATCTCAAGCGAGGCCAGAAGAG 
CTTTTGAAAATCGAGGGGATAGGGGTCAAGACCGTTGAGGCTATCTTCAAG 
TTTCTTGGTAAGAATGTGAAAATTTCGGAGAAACCTAGAAAAAGTACCCTT 
GATTACTTTCTCAAATCTTGA 
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FIG. 41 

MRVDELRVDERIKSTLKERGIESFYPPQAEALKSGILEGKNALISIPTASG 
KTLIAEIAWHRILTQGGKAVYIVPLKALAEEKFQEFQDWEKIGLRVAMAT 
GDYDSKDEWLGKYDI 1 1 ATAEKFDSLLRHGS SWIKDVKILVADE IHLIGSR 
DRGATLEVILAHMLGKAQIIGLSATIGNPEELAEWLNAELIVSDWRPVKLR 
RGVF YQGFVTWE DGS I DRFS SWE EL VYD AIRKKKGAL I F VNMRRKAERVAL 
EL SKKVK SLL TKPE I RALNELADSLEENPTNEKL AKAI RGG VAFHHAGLGR 
DERVLVEENFRKGIIKAWATPTLSAGINTPAFRVIIRDIWRYSDFGMERI 
PI IEVHQMLGRAGRPKYDEVGEGI IVSTSDDPREVMNHYIFGKPEKLFSQL 
SNESNLRSQVLALIATFGYSTVEEILKFISNTFYAYQRKDTYSLEEKIRNI 
LYFLLENEFIEISLEDKIRPLSLGIRTAKLYIDPYTAKMFKDKMEEWKDP 
NPIGIFHLISLTPDITPFNYSKREFERLEEEYYEFKDRLYFDDPYISGYDP 
YLERKFFRAFKTALVLLAWINEVPEGE I VEKYSVEPGD I YRIVETAEWLVY 
SLKEIAKVLGAYEIVDYLETLRVRVKYGIREELIPLMQLPLVGRRRARALY 
NSGFRSIEDISQARPEELLKIEGIGVKTVEAIFKFLGKNVKISEKPRKSTL 
DYFLKS 
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FIG.. 43 

ATGAGGGTTGATGAGCTGAGAGTTGATGAGAGGATAAAGAGTACTTTGAAG 
GAGAGAGGTATCGAATCCTTTTACCCTCCCCAAGCCGAGGCCTTAAAGAGC 
GGGATATTGGAAGGTAAGAATGCATTAATTTCAATTCCAACGGCCAGCGGA 
AAAACACTAATTGCTGAGATTGCCATGGTTCATAGGATTTTGACCCAGGGA 
GGAAAGGCTGTATACATAGTCCCGCTGAAGGCCTTGGCTGAAGAAAAGTTT 
CAGGAGTTCCAGGATTGGGAGAAGATTGGGTTAAGAGTAGCGATGGCCACT 
GGGGATTACGACTCAAAGGATGAGTGGTTGGGGAAATACGAGATAATCATT 
GCGACGGCTGAGAAGTTTGATTCCCTTTTAAGGCATGGCTCAAGTTGGATT 
AAGGATGTGAAGATTTTAGTTGCTGACGAGATTCATTTGATTGGTTCAAGA 
GACAGAGGAGCTACGCTTGAAGTTATCCTAGCTCATATGCTCGGAAAGGCC 
CAAATAATTGGACTCTCTGCAACGATAGGAAATCCAGAGGAGCTTGCGGAG 
TGGTTAAATGCCGAGCTAATAGTCAGTGACTGGAGGCCCGTTAAGCTTAGA 
AGGGGAGTTTTTTACCAAGGCTTTGTTACCTGGGAAGATGGAAGTATAGAC 
AGGTTTTCCTCCTGGGAAGAGTTAGTTTACGATGCAATTAGGAAGAAGAAA 
GGAGCGCTAATTTTTGTAAACATGAGAAGGAAGGCTGAGAGAGTAGCTTTG 
GAGCTTTCTAAAAAAGTTAAGTCTCTCCTCACGAAACCTGAGATTAGAGCT 
TTAAATGAATTGGCTGATTCCCTCGAGGAAAATCCCACAAATGAAAAGCTA 
GCTAAGGCCATTAGGGGTGGAGTTGCGTTCCACCACGCTGGTCTTGGGAGA 
GATGAGAGGGTTCTCGTGGAGGAGAACTTTAGAAAGGGTATAATAAAGGCC 
GTAGTTGCCACCCCAACACTTTCGGCGGGAATTAACACTCCAGCGTTTAGG 
GTGATTATAAGGGATATTTGGAGGTACTCTGACTTTGGAATGGAGAGAATT 
CCGATAATCGAGGTTCACCAAATGCTTGGGAGAGCTGGAAGGCCGAAGTAT 
GATGAGGTTGGGGAGGGAATAATAGTTTCTACAAGCGATGATCCGAGAGAG 
GTAATGAATCACTACATATTTGGAAAGCCTGAAAAACTGTTCTCCCAGCTC 
TCCAACGAGAGTAATTTGAGAAGTCAAGTTTTGGCCCTAATAGCGACCTTT 
GGCTATTCAACTGTGGAGGAGATTTTGAAGTTCATCTCAAACACATTCTAT 
GCTTATCAAAGGAAGGACACATACTCTTTAGAGGAGAAGATAAGGAACATA 
CTCTACTTCCTCCTAGAGAATGAGTTCATAGAGATATCCTTAGAGGATAAA 
ATAAGGCCGCTTTCCCTGGGAATTAGGACTGCAAAGCTTTATATCGATCCC 
TATACGGCCAAGATGTTCAAGGATAAAATGGAGGAAGTTGTTAAAGATCCA 
AATCCTATAGGAATATTTCACTTAATCTCCCTAACTCCGGATATAACCCCC 
TTCAACTACTCAAAGAGAGAATTTGAAAGGCTCGAAGAGGAATACTACGAA 
TTCAAGGATAGGTTATACTTTGACGATCCCTACATTTCGGGTTACGACCCC 
TACCTAGAGAGGAAGTTCTTCAGAGCTTTCAAAACTGCACTAGTGCTTCTG 
GCATGGATAAATGAAGTCCCTGAGGGAGAAATAGTTGAAAAGTACTCGGTG 
GAACCTGGGGACATCTATAGGATAGTTGAGACGGCTGAGTGGCTGGTGTAC 
TCTCTAAAGGAAATTGCAAAAGTTCTTGGAGCTTATGAGATCGTTGATTAT 
CTTGAAACATTGAGGGTTAGGGTCAAGTATGGGATTAGGGAGGAATTGATT 
CCCCTAATGCAACTCCCGTTGGTTGGAAGAAGGAGAGCTAGAGCTCTTTAC 
AATAGCGGATTTAGAAGTATAGAGGATATATCTCAAGCGAGGCCAGAAGAG 
CTTTTGAAAATCGAGGGGATAGGGGTCAAGACCGTTGAGGCTATCTTCAAG 
TTTCTTGGTAAGAATGTGAAAATTTCGGAGAAACCTAGAAAAAGTACCCTT 
GATTACTTTCTCAAATCTTGA 
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FIG. 44 

MRVDELRVDERIKSTLKERGIESFYPPQAEALKSGILEGKNALISIPTASG 
KTLIAEIAMVHRILTQGGKAVYIVPLKALAEEKFQEFQDWEKIGLRVAMAT 
GDYDSKDEWLGKYDIIIATAEKFDSLLRHGSSWIKDVKILVADEIHLIGSR 
DRGATLE VI LAHMLGKAQI I GLS AT IGNPEELAEWLNAEL I VS DWRPVKLR 
RGVFYQGFVTWEDGSIDRFSSWEELVYDAIRKKKGALIFVNMRRKAERVAL 
ELSKKVKSLLTKPEIRALNELADSLEENPTNEKLAKAIRGGVAFHHAGLGR 
DERVLVEENFRKGI IKAWATPTLSAGINTPAFRVI IRDIWRYSDFGMERI 
PIIEVHQMLGRAGRPKYDEVGEGIIVSTSDDPREVMNHYIFGKPEKLFSQL 
SNESNLRSQVLALIATFGYSTVEEILKFISNTFYAYQRKDTYSLEEKIRNI 
LYFLLENEFIEISLEDKIRPLSLGIRTAKLYIDPYTAKMFKDKMEEWKDP 
NPIGIFHLISLTPDITPFNYSKREFERLEEEYYEFKDRLYFDDPYISGYDP 
YLERKFFRAFKTALVLLAWINEVPEGEIVEKYSVEPGDIYRIVETAEWLVY 
SLKE IAKVLGAYE IVDYLETLRVRVKYGIREEL IPLMQLPLVGRRRARALY 
NSGFRSIEDISQARPEELLKIEGIGVKTVEAIFKFLGKNVKISEKPRKSTL 
DYFLKS 
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FIG. 45 

GTGGACAGGGAGGAGATGATTGAGAGATTTGCAAACTTCCTTAGGGAGTAT 
ACAGACGAAGATGGTAACCCAGTATACAGAGGTAAAATAACTGATTTACTT 
ACAATAACACCCAAGAGGTCTGTTGCAATAGACTGGATGCACCTAAATTCC 
TTTGACTCAGAGCTAGCTCATGAAGTTATAGAGAACCCCGAAGAAGGAATA 
AGTGCCGCAGAAGATGCAATCCAGATTGTATTACGAGAAGACTTCCAAAGA 
GAAGACGTGGGAAAAATACACGCAAGGTTTTATAATTTGCCAGAAACCCTA 
ATGGTCAAAGACATTGGGGCAGAGCACATCAACAAGTTAATTCAAGTAGAA 
GGAATCGTGACGAGAGTAGGAGAAATTAAGCCCTTTGTCTCTGTGGCAGTT 
TTCGTATGTAAGGACTGCGGTCATGAAATGATAGTGCCTCAAAAACCCTAT 
GAAAGCCTTGAAAAAGTTAAGAAGTGCGAACAATGTGGAAGCAAAAATATA 
GAACTAGATGTTAACAAGAGCTCCTTCGTAAACTTCCAGAGCTTTAGGATT 
CAGGATAGACCAGAAACCCTAAAAGGAGGAGAAATGCCAAGGTTTATCGAT 
GGTATTCTGCTTGATGACATAGTGGATGTAGCCCTCCCAGGAGACAGAGTT 
ATTGTAACAGGAATTTTGAGAGTCGTTCTTGAAAAGAGAGAGAAAACTCCA 
ATATTTAGAAAAATCCTCGAGGTAAATCACATTGAACCTGTTAGTAAAGAG 
ATACAAGAATTAGAAATTTCTCCAGAAGAGGAGCAGATAATAAAGGAGCTA 
GCAAAAAGAAAAGACATAGTAGATGCAATAGTTGATTCAATAGCTCCTGCC 
ATATATGGATACAAAGAAGTCAAGAAGGGAATAGCACTTGCCCTGTTTGGA 
GGAGTTTCAAGAAAGTTACCTGATGGAACTAGGCTTAGAGGAGATATACAT 
GTCCTCCTGGTCGGAGA CCCAGGAGTTGCAAAGAGCC AGATTTTAAGGTAT 
GTGGCAAACCTCGCTCCTAGGGCCATTTACACTTCAGGAAAAAGTAGTTCC 
GCAGCAGGTCTT 

TGTGTAGCTCCCGATTCTTTAGTGGTAGTGAATGACAAAGTTCAAGAAATA 

GGAAAGCTAACGGAAGAATGGGGAAGAGAAGTAGGCTTCCTAGAATACTCA 

AGTGGGATTTTCTATGCTCCTTACCTGGGAAGAGGAATATCCCTAGATTTA 

GTAACAGGGAAAGTCAAACCTTCAGTTGTTAGCAAGGTTTGGAAGTTAAAA 

TCCCCAGAAGAATTAGTTACAATAAAGACCATTACTGGAAAAGAGATAACA 

GTAACTCCTGAGACAAAACTTCTGACCTTCAATGGGACACTTGAATGGAAA 

GAAGCTGGAAAAATAAAACCTGGAGATTACGTCCTAACGGTTAAAAAGTTA 

CATATCAATGGGAAACAAGAAACTTTAGATGAAAAGCTTGCATACAAGCGT 

GGACTGTCCCTTTCCGATCCTTTGGAGTTCTTTAGTTCATCTGAGAGGACA 

ATTTCCGCTTATCTAAAGGGAATATTTGACAAAGTCGGAAGACTCGTCGGA 

GATACAGCGGTCATTAAAGTCGATAAAGATATGGCAAAGAGGCTACAGATT 

TTATTGCTAAGGCTTGGAATAGTTTCCTCGGTAGATGAGACAGGAAAAGTC 

ATCATTGGAAGGGAGTACATCCAGAAAATCTTAGGGTACAACGTTAGCGTC 

GTGACCCATGAAGTGGAGCTATTTAGAGAGTTTATAGCTGAAATATCTAAG 

TTCTATGGAACCAGTGAAGAGGATGTCTACAGTTCCCTCCATGAAAAAGGA 

GAACTCGATATAGGGACAGTTCCAGTAGAGCTCCCAGAGGGCTTAAGAGAA 

GAAATAAATCGTGAAAGAGCAACTTACAGTGAACTTGTGAAAATTGCCCAG 

GAAATAAAAGATGAAAAACTCTACAATAAACTTGCGTGGATTTTAAGTGAA 

GTTACGGAAGAAGAGGCAAAAATTAAGGAAAAAGTTAACACTCTAAAGGTC 

ATACTCTCCTCAGATTTGATACCAGAAAGAGTAGAATCTGTAAAGATTATC 

AAAAGTCCATACCCCTACGTTTATGACCTTACAGTTGAAGGTTCTCACAGC 

TTCATAGCAAATGGCTTTGTAGTCCACAAT 

(cont.) 
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FIG. 45 (cont.) 

ACTGCTGCAGCAGTTAGGGATGAGTTCACGGGAGGATGGGTTTTGGAGGCG 
GGAGCTTTAGTCCTTGCAGATGGGGGTTATGCTCTAATCGACGAGCTCGAC 
AAGATGAGCGACAGGGATAGGAGCGTGATACATGAAGCCTTAGAACAACAG 
ACAATAAGCATTTCAAAAGCAGGGATTACGGCAACTCTAAACGCTAGAACT 
ACAGTCATTGCGGCTGCAAATCCGAAACAGGGAAGATTTAATAGAATGAAA 
AATCCATTCGAGCAAATTGACCTTCCCCCTACACTTCTAAGTAGATTTGAC 
CTAATATTTGTGTTAATTGATGAGCCCGATGACAAAATTGACAGTGAAGTT 
GCCAGACACATCTTAAGGGTCAGAAGGGGAGAAAGTGAAGTCGTGGCCCCA 
AAAATACCTCATGAAATTCTAAGGAAGTACATCGCTTATGCAAGGAAGAAT 
ATTCATCCCGTTATAAGTGAAGAAGCTATGGAAGAGATAGAGAAGTACTAT 
GTGAGAATGAGAAAGAGTGTAAAGAAGACAAAGGGAGAAGAAGAGGGGATA 
CCACCAATCCCAATAACAGCTAGACAGCTCGAGGCCCTCATTAGATTAAGC 
GAAGCTCATGCAAGGATGAGGCTAAGCCCAATAGTAACAAGGGAAGATGCA 
AGAGAAGCAATAAAACTGATGGAATACACGCTAAAGCAAATTGCAATGGAT 
GAGACCGGGCAAATTGACGTGACAATTCTAGAATTAGGTCAGAGCGCAAGA 
AAGCTCAGTAAAATAGAGAAAATACTGGATATCATTGAAAAGCTTCAGAAG 
ACCAGCGAAAGAGGCGCCCACGTTAATGATATCTTAGAAGAAGCAAAGAAA 
GCAGGAATAGAGAAGCAGGAAGCAAGAGAAATCCTTGAAAAACTTTTGGAG 
AAGGGTCAAATATATATGCCAGAGAGTGGTTACTACAAAACCGTCTGA 
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FIG. 46 

VDREEMIERFANFLREYTDEDGNPVYRGKITDLLTITPKRSVAIDWMHLNS 
FDSELAHEVIENPEEGISAAEDAIQIVLREDFQREDVGKIHARFYNLPETL 
MVKD IGAE H INKL I QVEG I VTRVGE I KPF VS VAVFVCKDCGHEMI VPQKP Y 
ESLEKVKKCEQCGSKNIELDVNKSSFVNFQSFRIQDRPETLKGGEMPRFID 
GILLDDIVDVALPGDRVIVTGILRWLEKREKTPIFRKILEVNHIEPVSKE 
IQELEISPEEEQI IKELAKRKDIVDAIVDS IAPAIYGYKEVKKGIALALFG 
GVSRKLPDGTRLRGDIHVLLVGDPGVAKSQILRYVANLAPRAIYTSGKSSS 
AAGL 

CVAPDSLVWNDKVQE IGKLTEEWGRE VGFLE YS SGI F YAP YLGRGI SLDL 
VTGKVKPSWSKVWKLKSPEELVTIKTITGKEITVTPETKLLTFNGTLEWK 
EAGKIKPGDYVLTVKKLHINGKQETLDEKLAYKRGLSLSDPLEFFSSSERT 
ISAYLKGIFDKVGRLVGDTAVIKVDKDMAKRLQILLLRLGIVSSVDETGKV 
IIGREYIQKILGYNVSWTHEVELFREFIAEISKFYGTSEEDVYSSLHEKG 
ELDIGTVPVELPEGLREEINRERATYSELVKIAQEIKDEKLYNKLAWILSE 
VTEEEAKIKEKVNTLKVILSSDLIPERVESVKIIKSPYPYVYDLTVEGSHS 
FIANGFWHN 

TAAAVRDEFTGGWVLEAGALVLADGGYALIDELDKMSDRDRSVIHEALEQQ 
TI S I SKAGI TATLNARTTVIAAANPKQGRFNRMKNPFEQ IDLPPTLLSRFD 
LIFVLIDEPDDKIDSEVARHILRVRRGESEWAPKIPHEILRKYIAYARKN 
IHPVISEEAMEEIEKYYVRMRKSVKKTKGEEEGIPPIPITARQLEALIRLS 
EAHARMRLSPIVTREDAREAIKLMEYTLKQIAMDETGQIDVTILELGQSAR 
KLSKIEKILDIIEKLQKTSERGAHVNDILEEAKKAGIEKQEAREILEKLLE 
KGQIYMPESGYYKTV 



FIG. 47 

VDREEMIERFANFLREYTDEDGNPVYRGKITDLLTITPKRSVAIDWMHLNS 
FDSELAHEVIENPEEGISAAEDAIQIVLREDFQREDVGKIHARFYNLPETL 
MVKDIGAEHINKLIQVEGIVTRVGEIKPFVSVAVFVCKDCGHEMIVPQKPY 
ESLEKVKKCEQGGSKNIELDVNKSSFVNFQSFRIQDRPETLKGGEMPRFID 
GILLDDIVDVALPGDRVIVTGILRWLEKREKTPIFRKILEVNHIEPVSKE 
IQELEISPEEEQII KELAKRKD I VDAI VD S I APAI YG YKE VKKG I ALALFG 
GVSRKLPDGTRLRGDIHVLLVGDPGVAKSQILRYVANLAPRAIYTSGKSSS 
AAGLTAAAVRDEFTGGWVLEAGALVLADGG YAL I DELDKMS DRDRS VIHEA 
LEQQTISISKAGITATLNARTTVIAAANPKQGRFNRMKNPFEQIDLPPTLL 
SRFDLIFVLIDEPDDKIDSEVARHILRVRRGESEWAPKIPHEILRKYIAY 
ARKNIHPVISEEAMEEIEKYYVRMRKSVKKTKGEEEGIPPIPITARQLEAL 
IRLSEAHARMRLSPIVTREDAREAIKLMEYTLKQIAMDETGQIDVTILELG 
QSARKLSKIEKILDIIEKLQKTSERGAHVNDILEEAKKAGIEKQEAREILE 
KLLEKGQIYMPESGYYKTV 
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FIG. 48 

ATGAACGAAGGTGAACATCAAATAAAGCTTGACGAGCTATTCGAAAAGTTG 
CTCCGAGCTAGGAAGATATTCAAAAACAAAGATGTCCTTAGGCATAGCTAT 
ACTCCCAAGGATCTACCTCACAGACATGAGCAAATAGAAACTCTCGCCCAA 
ATTTTAGTACCAGTTCTCAGAGGAGAAACTCCATCAAACATATTCGTTTAT 
GGGAAGACTGGAACTGGAAAGACTGTAACTGTAAAATTTGTAACTGAAGAG 
CTGAAAAGAATATCTGAAAAATACAACATTCCAGTTGATGTGATCTACATT 
AATTGTGAGATTGTCGATACTCACTATAGAGTTCTTGCTAACATAGTTAAC 
TACTTCAAAGATGAGACTGGGATTGAAGTTCCAATGGTAGGTTGGCCTACC 
GATGAAGTTTACGCAAAGCTTAAGCAGGTTATAGATATGAAGGAGAGGTTT 
GTGATAATTGTGTTGGATGAAATTGACAAGTTGGTAAAGAAGAGTGGTGAT 
GAGGTTCTC TATTCAT TAACAAGAATAAATAC TGAAC TTAAAAGGGC TAAA 
GTGAGTGTAATTGGTATATCAAACGACCTTAAATTTAAAGAGTATCTAGAT 
CCAAGAGTTCTCTCAAGTTTGAGTGAGGAAGAGGTGGTATTCCCACCCTAT 
GATGCAAATCAGCTTAGGGATATACTGACCCAAAGAGCTGAAGAGGCCTTT 
TATCCTGGGGTTTTAGACGAAGGTGTGATTCCCCTCTGTGCAGCATTAGCT 
GCTAGAGAGCATGGAGATGCAAGAAAGGCACTTGACCTTCTAAGAGTTGCA 
GGGGAAATAGCGGAAAGAGAAGGGGCAAGTAAAGTAACTGAAAAGCATGTT 
TGGAAAGCCCAGGAAAAGATTGAACAGGACATGATGGAGGAGGTAATAAAA 
ACTCTACCCCTTCAGTCAAAAGTTCTCCTCTATGCCATAGTTCTTTTGGAC 
GAAAACGGCGATTTACCAGCAAATACTGGGGATGTTTACGCTGTTTATAGG 
GAATTGTGCGAGTACATTGACTTGGAACCTCTCACCCAAAGAAGGATAAGT 
GATCTAATTAATGAGCTTGACATGCTTGGAATAATAAATGCAAAAGTTGTT 
AGTAAGGGGAGATATGGGAGGACAAAGGAAATAAGGCTTAACGTTACCTCA 
TATAAGATAAGAAATGTGCTGAGATATGATTACTCTATTCAGCCCCTCCTC 
ACAATTTCCCTTAAGAGTGAGCAGAGGAGGTTGATCTAA 



FIG. 49 

MNEGEHQIKLDELFEKLLRARKIFKNKDVLRHSYTPKDLPHRHEQIETLAQ 
ILVPVLRGETPSNIFVYGKTGTGKTVTVKFVTEELKRISEKYNIPVDVIYI 
NCEIVDTHYRVLANIVNYFKDETGIEVPMVGWPTDEVYAKLKQVIDMKERF 
VI I VLDE IDKLVKKSGDEVL YSLTRINTELKRAKVS VIG I SNDLKFKE YLD 
PRVLSSLSEEEWFPPYDANQLRDILTQRAEEAFYPGVLDEGVIPLCAALA 
AREHGDARKALDLLRVAGEIAEREGASKVTEKHVWKAQEKIEQDMMEEVIK 
TLPLQSKVLLYAIVLLDENGDLPANTGDVYAVYRELCEYIDLEPLTQRRIS 
DLINELDMLGIINAKWSKGRYGRTKEIRLNVTSYKIRNVLRYDYSIQPLL 
TISLKSEQRRLI 
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FIG. 55 

GACAGGGAGGAGATGATTGAGAGATTTGCAAACTTCCTTAGGGAGTATAC 
AGACGAAGATGGTAACCCAGTATACAGAGGTAAAATAACTGATTTACTTA 
CAATAACACCCAAGAGGTCTGTTGCAATAGACTGGATGCACCTAAATTCC 
TTTGACTCAGAGCTAGCTCATGAAGTTATAGAGAACCCCGAAGAAGGAAT 
AAGTGCCGCAGAAGATGCAATCCAGATTGTATTACGAGAAGACTTCCAAA 
GAGAAGACGTGGGAAAAATACACGCAAGGTTTTATAATTTGCCAGAAACC 
CTAATGGTCAAAGACATTGGGGCAGAGCACATCAACAAGTTAATTCAAGT 
AGAAGGAATCGTGACGAGAGTAGGAGAAATTAAGCCCTTTGTCTCTGTGG 
CAGTTTTCGTATGTAAGGACTGCGGTCATGAAATGATAGTGCCTCAAAAA 
CCCTATGAAAGCCTTGAAAAAGTTAAGAAGTGCGAACAATGTGGAAGCAA 
AAATATAGAACTAGATGTTAACAAGAGCTCCTTCGTAAACTTCCAGAGCT 
TTAGGATTCAGGATAGACCAGAAACCCTAAAAGGAGGAGAAATGCCAAGG 
TTTATCGATGGTATTCTGCTTGATGACATAGTGGATGTAGCCCTCCCAGG 
AGACAGAGTTATTGTAACAGGAATTTTGAGAGTCGTTCTTGAAAAGAGAG 
AGAAAACTCCAATATTTAGAAAAATCCTCGAGGTAAATCACATTGAACCT 
GTTAGTAAAGAGATACAAGAATTAGAAATTTCTCCAGAAGAGGAGCAGAT 
AATAAAGGAGCTAGCAAAAAGAAAAGACATAGTAGATGCAATAGTTGATT 
CAATAGCTCCTGCCATATATGGATACAAAGAAGTCAAGAAGGGAATAGCA 
CTTGCCCTGTTTGGAGGAGTTTCAAGAAAGTTACCTGATGGAACTAGGCT 
TAGAGGAGATATACATGTCCTCCTGGTCGGAGACCCAGGAGTTGCAAAGA 
GCCAGATTTTAAGGTATGTGGCAAACCTCGCTCCTAGGGCCATTTACACT 
TCAGGAAAAAGTAGTTCCGCAGCAGGTCTTACTGCTGCAGCAGTTAGGGA 
TGAGTTCACGGGAGGATGGGTTTTGGAGGCGGGAGCTTTAGTCCTTGCAG 
ATGGGGGTTATGCTCTAATCGACGAGCTCGACAAGATGAGCGACAGGGAT 
AGGAGCGTGATACATGAAGCCTTAGAACAACAGACAATAAGCATTTCAAA 
AGCAGGGATTACGGCAACTCTAAACGCTAGAACTACAGTCATTGCGGCTG 
CAAATCCGAAACAGGGAAGATTTAATAGAATGAAAAATCCATTCGAGCAA 
ATTGACCTTCCCCCTACACTTCTAAGTAGATTTGACCTAATATTTGTGTT 
AATTGATGAGCCCGATGACAAAATTGACAGTGAAGTTGCCAGACACATCT 
TAAGGGTCAGAAGGGGAGAAAGTGAAGTCGTGGCCCCAAAAATACCTCAT 
GAAATTCTAAGGAAGTACATCGCTTATGCAAGGAAGAATATTCATCCCGT 
TATAAGTGAAGAAGCTATGGAAGAGATAGAGAAGTACTATGTGAGAATGA 
GAAAGAGTGTAAAGAAGACAAAGGGAGAAGAAGAGGGGATACCACCAATC 
CCAATAACAGCTAGACAGCTCGAGGCCCTCATTAGATTAAGCGAAGCTCA 
TGCAAGGATGAGGCTAAGCCCAATAGTAACAAGGGAAGATGCAAGAGAAG 
CAATAAAACTGATGGAATACACGCTAAAGCAAATTGCAATGGATGAGACC 
GGGCAAATTGACGTGACAATTCTAGAATTAGGTCAGAGCGCAAGAAAGCT 
CAGTAAAATAGAGAAAATACTGGATATCATTGAAAAGCTTCAGAAGACCA 
GCGAAAGAGGCGCCCACGTTAATGATATCTTAGAAGAAGCAAAGAAAGCA 
GGAATAGAGAAGCAGGAAGCAAGAGAAATCCTTGAAAAACTTTTGGAGAA 
GGGTCAAATATATATGCCAGAGAGTGGTTACTACAAAACCGTCTGA 
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Box I Observations where certain claims were found unsearchable (Continuation of item 1 of first sheet) 



This Internationa) Search Report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons: 

1. Q Claims Nos.: 

because they retate to subject matter not required to be searched by this Authority, namely: 

2. [%] Claims Nos.: 

because they relate to parts of the International Application that do not comply with the prescribed requirements to such 
an extent that no meaningful International Search can be carried out, specifically: 

see FURTHER INFORMATION sheet PCT/ISA/210 

3. Q Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4{a). 

Box II Observations where unity of invention Is lacking (Continuation of Item 2 of first sheet) 

This international Searching Authority found multiple inventions in this international application, as follows: 

see additional sheet 

1 . I I As all required additional search fees were timely paid by the applicant, this International Search Report covers ail 
1 — ' searchable claims. 

2. As ail searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment 
of any additional fee. 

3. I 1 As only some of the required additional search fees were timely paid by the applicant, this International Search Report 
1 — 1 covers only those claims for which fees were paid, specifically claims Nos.: 



4. |y| No required additional search fees were timely paid by the applicant. Consequently, this International Search Report is 
restricted to the invention first mentioned in the claims; It Is covered by claims Nos.: 

See additional sheet, Invention 1. 



Remark on Protest [ | The additional search fees were accompanied by the applicant's protest. 

| | No protest accompanied the payment of additional search fees. 
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This International Searching Authority found multiple (groups of) 
inventions in this international application, as follows: 

1. Claims: (1-28,133,151-161,177-181,188,197-201,227-231, 
257-260, 269-271, 275-278, 299-311) -complete, 
(130-132, 142-150, 187,222-226,295-298)-partially 



A composition for enhancing nucleic acid polymerase 
reactions comprising an archaeal MCM and at least one 
archaeal polypeptide selected from the group consisting of: 
PCNA, RFC-P38, RFC-P55, RFA, CDC6, FEN-1, dUTPase, ligase, 
helicase dna2, helicase 2, helicase 3, helicase 4, helicase 
5, helicase 6, helicase 7, helicase 8; said composition, 
wherein the archaeal MCM is from or homologous to MCM found 
in Pyrococcus furiosus, Pyrococcus species or Thermococcus 
species; a method of enhancing a nucleic acid polymerase 
reaction comprising employing said composition; a kit 
comprising said composition; a composition for enhancing 
nucleic acid polymerase reactions comprising an archaeal 
MCM; said composition, wherein the archaeal MCM is from or 
homologous to MCM found in Pyrococcus furiosus, Pyrococcus 
species or Thermococcus species; a method of enhancing a 
nucleic acid polymerase reaction comprising employing said 
composition; a composition for enhancing nucleic acid 
polymerase reaction comprising archael MCM, archaeal CDC6, 
and at least one polymerase; said composition, wherein the 
archaeal MCM, CDC6 are from or homologous to MCM and CDC6 
found in Pyrococcus furiosus, Pyrococcus species or 
Thermococcus species; an isolated and purified 
polynucleotide encoding an archaeal MCM set forth in Figs. 

45 and 55 encoding an amino acid sequence set forth in Figs. 

46 and 47 ; an isolated and purified archaeal polypeptide 
consisting of MCM comprising the amino acid sequence of 
Figs. 46 and 47; SEQ ID Nos. 85 and 91; 

2. Claims: 29-53,202-206,279-282, and as far as applicable 

A composition for enhancing nucleic acid polymerase 
reactions comprising an archaeal CDC6 and at least one 
archaeal polypeptide selected from the group consisting of: 
PCNA, RFC-P38, RFC-P55, RFA, FEN-1, dUTPase, ligase, 
helicase dna2, helicase 2, helicase 3, helicase 4, helicase 
5, helicase 6, helicase 7, helicase 8; a method of enhancing 
a nucleic acid polymerase reaction comprising employing said 
composition; a kit comprising said composition; a kit 
comprising said composition; 



3. Claims: 54-77,162-172,207-211,283-286, 
and as far as applicable 



A composition for enhancing nucleic acid polymerase 
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reactions comprising an archaeal FEN-1 and at least one 
archaeal polypeptide selected from the group consisting of: 
PCNA, RFC-P38, RFC-P55, RFA, dUTPase, ligase, helicase dna2, 
helicase 2, helicase 3, helicase 4, helicase 5, helicase 6, 
helicase 7, helicase 8; a method of enhancing a nucleic acid 
polymerase reaction comprising employing said composition; a 
kit comprising said composition; a kit comprising said 
composition; a composition for enhancing nucleic acid 
polymerase reactions comprising an archaeal FEN-1, archaeal 
PCNA, and at least one polymerase; said composition, wherein 
the PCNA and FEN-1 are from or homologous to the PCNA and 
FEN-1 found in Pyrococcus furiosus, Pyrococcus species or 
Thermococcus species; 



4. Claims: (78-103,134,173-176,189,212-216,261-264,272-274, 
287-290 , 312-320) -compl ete , (130-132 , 142-150 , 187 , 
222-226, 295-298)-partially, 
and as far as applicable 



Idem as invention 1, but limited to RFA, Figs. 16 and 17; 
SEQ ID Nos.65 and 66; 



5. Claims: 104-129,217-221,291-294, and as far as applicable 

A composition for enhancing nucleic acid polymerase 
reactions comprising an archaeal ligase and at least one 
archaeal polypeptide selected from the group consisting of: 
PCNA, RFC-P38, RFC-P55, RFA, CDC6, FEN-1, dUTPase, helicase 
dna2, helicase 2, helicase 3, helicase 4, helicase 5, 
helicase 6, helicase 7, helicase 8; a method of enhancing a 
nucleic acid polymerase reaction comprising employing said 
composition; a kit comprising said composition; a kit 
comprising said composition; 



6. Claims: (135,190)-complete, (130-132,142-150,182-187, 
222-226,265-268,295-298,321-329) -partially, 
and as far as applicable 



A composition for enhancing nucleic acid polymerase 
reactions comprising at least one archaeal accessory factor 
selected from helicase 2; an isolated and purified 
polynucleotide comprising an archaeal helicase, wherein the 
polynucleotide sequence is limited to helicase 2- and Fig. 
22, SEQ ID No. 67; said polynucleotide sequence encoding an 
amino acid sequence set forth in Fig. 29, SEQ ID No. 74; 



7. Claims: (136,191) -complete, (130-132,142-150,182-187, 
222-226,265-268,295-298,321-329) -partially 
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Idem as invention 6, but limited to helicase 3, Figs. 23 and 
30, respectively SEQ ID Nos. 68 and 75; 



8. Claims: (137, 192) -complete, (130-132,142-150,182-187, 
222-226, 265-268, 295-298, 321-329) -parti ally 



Idem as invention 6, but limited to helicase 4, Figs. 24 and 
31, respectively SEQ ID Nos. 69 and 76; 



9. Claims: (138,193) -complete, (130-132,142-150,182-187, 
222-226,265-268,295-298,321-329) -partially 



Idem as invention 6, but limited to helicase 5, Figs. 25 and 
32, respectively SEQ ID Nos. 70 and 77; 



10. Claims: (139, 194) -complete, (130-132,142-150,182-187, 
222-226,265-268,295-298,321-329) -partially 



Idem as invention 6, but limited to helicase 6, Figs. 26 and 
33, respectively SEQ ID Nos. 71 and 78; 



11. Claims: (140,195)-complete, (130-132,142-150,182-187, 
222-226,265-268, 295-298, 321-329) -parti ally 



Idem as invention 6, but limited to helicase 7, Figs. 27 and 
34, respectively SEQ ID Nos. 72 and 79; 



12. Claims: (141, 196) -complete, (130-132,142-150,182-187, 
222-226,265-268,295-298,321-329) -partially 



Idem as invention 6, but limited to helicase dna2, Figs. 28 
and 35, respectively SEQ ID Nos. 73 and 80; 



13. Claims: (182-187,265-268, 321-329) -parti ally 

An isolated and purified polynucleotide comprising an 
archaeal helicase, wherein the polynucleotide sequence is 
limited to helicase 8 and Fig. 40, SEQ ID No. 83; said 
polynucleotide sequence encoding an amino acid sequence set 
forth in Fig. 41, SEQ ID No. 84; 



14'. Claims: 232-240 
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A method for increasing stability of nucleic acid duplexes 
in a nucleic acid polymerase reaction comprising adding to 
the polymerase reaction at least one accessory factor 
selected from the group consisting of archaeal MCM, archaeal 
CDC6, and FEN-1; said method wherein the MCM, CDC6, and 
FEN-1 are from or homologous to the MCM, CDC6, and FEN-1 
found in Pyrococcus species, Thermococcus species, and/or 
Pyrococcus furiosus; 



15. Claims: 241-244 

A method for increasing stability of nucleic acid duplexes 
in a nucleic acid polymerase reaction comprising adding to 
the polymerase reaction an archaeal PCNA and at least one 
archaeal polypeptide selected from the group consisting of 
MCM, DCD6, FEN-1, RFC-P38, RFC-P55, RFA, dUTPase, ligase, 
helicase dna2, helicase 2 , helicase 3, helicase 4, helicase 
5, helicase 6, helicase 7, helicase 8; said method wherein 
the PCNA is from or homologous to the PCNA found in 
Pyrococcus species, Thermococcus species, and/or Pyrococcus 
furiosus; 



16. Claims: 245-256 

A method for enhancing an exonuclease reaction comprising 
adding to the exonuclease reaction an archaeal PCNA and at 
least one archaeal polypeptide selected from the group 
consisting of MCM, DCD6, FEN-1, RFC-P38, RFC-P55, RFA, 
dUTPase, ligase, helicase dna2 9 helicase 2 , helicase 3, 
helicase 4, helicase 5, helicase 6, helicase 7, helicase 8; 
said method wherein the PCNA is from or homologous to the 
PCNA found in Pyrococcus species, Thermococcus species, 
and/or Pyrococcus furiosus; 
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Continuation of Box 1.2 



Claims 178-181 were read as: The polynucleotide of claim 177, 
wherein ; 

Claims 183-186 were read as: The polynucleotide of claim 182, 
wherei n ..... ; 

Claims 188-196 were read as: The isolated and purified archaeal 
polypeptide of claim 187 comprising ; 

Claims 198-201 were read as: The method of claim 197 comprising ; 

Claims 203-206 were read as: The method of claim 202 comprising ; 

Claims 208-211 were read as: The method of claim 207 comprising ; 

Claims 213-216 were read as: The method of claim 212 comprising ; 

Claims 218-221 were read as: The method of claim 217 comprising . 
Claims 223-226 were read as: The method of claim 222 comprising . ...; 

Claims 228-231 were read as: The method of claim 227 comprising ; 

Claims 233-240 were read as: The method of claim 232 comprising ; 

Claims 242-244 were read as: The method of claim 241 comprising ; 

Claims 246-256 were read as: The method of claim 245 comprising ; 

Claim 257 was read as: the polynucleotide of the vector of claim 

303 in a host cell; 

Claims 258-260 were read as: The method of claim 257 comprising ; 

Claim 261 was read as: the polynucleotide of the vector of claim 

312 in a host cell; 

Claims 262-264 were read as: The method of claim 261 comprising ....; 

Claim 265 was read as: the polynucleotide of the vector of claim 

321 in a host cell ; 

Claims 266-268 were read as: The method of claim 265 comprising ; 

Claims 270-271 were read as: The polypeptide of claim 269 comprising 

* • • • , 

Claims 273-274 were read as: The polypeptide of claim 272 comprising 

" * * • 9 

Claims 276-278 were read as: The kit of claim 275 comprising ; 

Claims 280-282 were read as: The kit of claim .279 comprising . 

Claims 284-286 were read as: The kit of claim 283 comprising ; 

Claims 288-290 were read as: The kit of claim 287 comprising ; 

Claims 292-294 were read as: The kit of claim 291 comprising ; 

Claims 296-298 were read as: The kit of claim 295 comprising ; 

Claims 300-302 were read as: The kit of claim 299 comprising ; 

Claim 303 was read as: comprising the polynucleotide sequence of 

claim 177. 

Claims 304-308 were read as: The vector of claim 303, wherein ; 

Claim 309 was read as: A host cell comprising the vector of claim 303. 

Claims 310-311 were read as: The host cell of claim 309* 

Claim 312 was read as: A vector comprising the polynucleotide of claim 

173. 

Claims 312-317 were read as: The vector of claim 312, wherein ; 

Claim 318 was read as: A host cell comprising the vector of 312. 

Claims 319-320 were read as: The host cell of claim 318, wherein ; 

Claim 321 was read as: A vector comprising the polynucleotide sequence 
of claim 182. 

Claims 322-326 were read as: The vector of claim 321, wherein ; 

Claim 327 was read as: A host cell comprising the vector of claim 321. 

Claims 328-329 were read as: The host cell of claim 327, wherein ; 
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The applicant's attention is drawn to the fact that claims, or parts of 
claims, relating to inventions in respect of which no international 
search report has been established need not be the subject of an 
international preliminary examination (Rule 66.1(e) PCT). The applicant 
is advised that the EPO policy when acting as an International 
Preliminary Examining Authority is normally not to carry out a 
preliminary examination on matter which has not been searched. This is 
the jcase irrespective of whether or not the claims are amended following 
receipt of the search report or during any Chapter II procedure. 
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